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Preterm infants are those born before 37 completed weeks of gestation. Worldwide, about 
one million children die each year due to complications of prematurity and survivors may 
face lifelong disabilities. Approximately 50% of neonatal deaths and 17% of deaths among 
children under five are affected by prematurity. Colostrum is the first milk produced by the 
mother within the early few days after birth. Colostrum is very rich in immunological and 
growth factors that indicates its primary functions are protective and trophic. 
Oropharyngeal administration of colostrum (OPC) is a novel route that involves coating 
the infant’s oropharynx with a small amount of colostrum (0.1 to 0.5 ml) during the early 
neonatal period. Immune and growth factors in colostrum might interact with the 
oropharyngeal mucosal-associated lymphoid tissues to modulate the infant’s immune 
system and promote intestinal growth, potentially reducing infection and necrotising 
enterocolitis (NEC), improving survival and health outcomes. Ultimately OPC could 
provide a potential target to prevent mortality and morbidities of preterm and sick infants. 
This thesis aimed to investigate whether OPC administration during the early neonatal 
period prevents deaths, improves health outcomes and promotes the growth of preterm 
infants.  
To achieve the aim of this thesis; initially, an online survey targeted neonatal professionals 
was performed to evaluate the current practice and perception of OPC administration in 
the UK neonatal units. Oropharyngeal colostrum has been introduced into UK neonatal 
practice despite a lack of high-quality evidence regarding its efficacy and safety. OPC 
practice was variable, frequently without written guidelines. 
A Cochrane systematic review was conducted to synthesis and appraise the currently 
available randomised controlled trials (RCTs), which evaluated if early OPC given within 
the first 48 hours has a positive impact in preterm infants (< 37 weeks gestation) 
compared with control. Six RCTs were eligible for inclusion in this systematic review. 
Meta-analysis showed that early OPC could shorten the time to reach full enteral feeds 
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but did not reduce the incidence of late-onset infection (LOI), NEC and death nor the 
length of hospital stay. Available evidence is insufficient due to lack of participants and 
very low quality to demonstrate the benefits effects of OPC for preterm infants.  
The third study, a matched case-control study evaluated the effects of OPC administration 
on the short-term health outcomes in preterm (≤ 32 weeks) infants. Eligible infants who 
were admitted to the Nottingham neonatal units after the implementation of OPC in the 
care of preterm infants, and received OPC, compared with those who were admitted 
before the use of OPC in the units. Preterm infants who received OPC within the first 96 
hours of life achieved full enteral feeding (150 ml/Kg/day for consecutive 72 hours) earlier 
than those infants who did not receive OPC. A higher rate of receiving breast milk at 
discharge to home was also observed. However, the two groups had a similar length of 
hospital stay, weight Z-score at hospital discharge, and incidences of NEC, LOI and 
deaths.     
Finally, a non-randomised observational study evaluated the response of gut hormones to 
OPC administration in preterm (< 37 weeks of gestation) and ill infants requiring neonatal 
intensive care (NIC). Preliminary results demonstrated a rising trend in plasma gut 
hormone concentrations in response to OPC administration in the participant preterm and 
full-term infants. This study is ongoing, and more infants are required before final 
conclusions can be elicited.  
In conclusion, OPC administration is a potentially feasible intervention that shortens time 
to attain full enteral feeds in preterm infants. Given the high risk for preterm infants and 
the benefits of maternal colostrum, OPC may have preventive implications for improving 
the health outcomes of this vulnerable population. This work expands the current 
knowledge about the use of OPC in the care of preterm and sick newborn infants and 
could benefit efforts to improve preterm birth outcomes by informing guidelines, clinical 
decision and future research.  Larger, well-designed, high-quality research with sufficient 
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Chapter 1. Introduction 
A newborn baby is a challenge but can be more challenging to families, health care 
system and societies if the baby born prematurely. Whilst being a newborn is not an 
illness or a disease, the neonatal period (first 28 days of life) is a critical stage of life. In 
2016, the World Health Organization (WHO) reported that approximately 2.6 million 
babies died during the first month of life (1), which account for about 46% of deaths in 
children under five years of age (2).  
1.1 Definitions of Preterm Infants 
Preterm birth is delivery of an infant before completed 37 weeks (259 days) of pregnancy, 
and according to the WHO, preterm infants are defined as infants born < 37 weeks of 
gestation (3). Based on the degree of immaturity preterm infants are classified into (3, 4) : 
- Extremely preterm infant (EXP), born before 28+0 weeks of gestation. 
- Very preterm infant (VP), born between 28+0 to < 32 weeks of gestation.  
- Moderate-late preterm infant (MLP), born between 32+0 to <37 weeks of gestation. 
 As the growth and development of many of the body organs occur during the last 
trimester of pregnancy (5), preterm infants usually have low birth weight (LBW, birth 
weight <2500g) and immature functions of the major organs and systems. While 
prematurity is the most common cause for a baby being born with low birth weight, very 
low birth weight (VLBW, birth weight <1500g) or extremely low birth weight (ELBW, birth 
weight <1000g), preterm and LBW terms are not interchangeable (6). Some full-term 
babies have LBW or VLBW which are referred to as small-for-gestational-age (SGA) 
infants. SGA is defined as a baby born with a birth weight less than the 10th centile of his 
gestational age (GA) (7).  
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1.2 Preterm infants: a global challenge 
Preterm birth is one of the most significant issues of perinatal and neonatal medicine 
creating a substantial global burden on diseases due to high mortality and morbidities in 
preterm population (8, 9). In 2015, the WHO reported that one in 10 babies are born 
preterm every year, and there were approximately 15 million preterm births across the 
world. Over one million children die each year due to complications of prematurity, and 
those who survive may face lifelong disabilities (8). The incidence of preterm birth varies 
between countries ranges from 5% to 18%. It was approximately, 7%  in the UK, (10), 
10% in the USA (11) and 5-9% in other developed countries (12) and it reached 18% n 
some African countries, that could be attributed to higher infection rates, maternal 
malnutrition, and inadequate antenatal care in these countries (13, 14). Approximately 
60% of preterm births occur in developing countries, in Southern Asia and Sub-Saharan 
Africa (12) where the highest neonatal mortality also occurs representing 38 % and 39 % 
of neonatal deaths respectively (15).  
With advances in reproductive technology and obstetric care, the rate of preterm birth has 
risen over the last 20 years in many countries (16, 17). Worldwide the WHO estimated a 
rise in preterm birth from 9.6% of live births in 2005 (18) to 11.1% in 2015 (8). The 
National Center for Health Statistics in the USA also reported a 4% increase in preterm 
births between 2014 and 2017 (19). This continuous rise in preterm births is an increasing 
burden on diseases.  
Preterm infants have a high mortality rate; in the UK, in 2012, the preterm infants mortality 
rate was 23.6 deaths per 1,000 live births compared to 1.4 per 1,000 live births in full-term 
infants (20). Neonatal deaths contributed to approximately 50% of under-five deaths (2). 
Prematurity is the primary cause of neonatal death and the second leading cause of death 
in children under five years of age (8); accounts for approximately 35% and 16% 






Figure 1.1  Leading causes of deaths among children under five years of age, 2016 
Causes of death in children under five years of age. Each part is proportional to the 
percentage of total deaths in under five years.      
Source: World Health Organisation, Global Health Observatory Data, Child Mortality and 
causes of death 2016 (21). 
 
Advanced technology and collaborative work in perinatal and neonatal medicine, have led 
to an improvement in the survival rates of preterm infants, especially in developed 
countries. This is evident in the UK where the preterm infant mortality rate declined by 
approximately 15% from 2008 to 2012 (20). Improvement of survival rates was also 
reported in the USA where about 50% of infants born between 22 to 24 weeks survive and 
80% to 100% in those born after 28 weeks gestation (22).  Whilst, in developing countries, 
preterm infants have less chance to survive; and more than half of babies born between 
28 and 32 weeks die. In 2014, in Nigeria, Iyoke et al. found a 16.9% prevalence rate and a 
preterm mortality rate of 46.1% for a population of babies with a mean GA of 32.6 ± 3.2 
weeks (23).   
Although early survival has improved, life-long morbidities showed a slight change that 
increases the burden on the health services, parents, societies and national economy. In 
the Global Burden of Disease Study 2010 (24), neonatal diseases contribute to 8.1% of 
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the Disability Adjusted Life Years (DALYs), and prematurity-related complications account 
for 3.1% of the DALYs (25). DALYs are measured by the sum of numbers of years lost 
due to early deaths and the years lived with impairments and disabilities (25). Therefore, 
prematurity was considered a significant cause of DALYs and continued a growing public 
health concern worldwide.  
1.3 Preterm infants: a personal burden  
The continuous surge in preterm births mean many people may experience the tragedy of 
being a parent of a critically ill baby or as family members or friends, thus may create 
substantial burdens on the life of the infants and their families (26-28).  
1.3.1 Burdens on the infants 
Preterm infants particularly those born before 32 weeks of gestation or LBW are at a 
higher risk for complications during the neonatal period and may require a prolonged 
hospital stay (29). Furthermore, the survivors may have long-term poor neurodevelopment 
and other chronic conditions (30, 31) that might be associated with functional deficiencies. 
It was reported that children who born preterm have a lower health-related quality of life 
which, is sufficient to influence their daily life compared to those born at term (32). For 
example, chronic lung diseases may increase the susceptibility to respiratory infections 
and reduce the functional capacity of the lung leading to exercise intolerance (33). 
Although the major neurodevelopmental disabilities such as cerebral palsy are diagnosed 
early, sometimes it is difficult to diagnose mild neurological impairments such as learning 
difficulty, behavioural and emotional problems, particularly in those infants born >32 to 36 
weeks of gestation who are also facing an increased risk of long-term sequels such as 
unfavourable growth, neurological, behavioural and educational outcomes (34, 35). 
Additionally, children who are born premature may need frequent rehospitalisation due to 
their ongoing chronic conditions (36, 37).  
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1.3.2 Burdens on the parents  
1.3.2.1 During hospital stay  
Preterm birth and the hospitalisation of the infants are very stressful experiences to 
parents. Preterm birth is often unexpected, therefore could be considered as traumatic 
events, which affect the daily lives of the parents (38) and increase the risk of post-
traumatic symptoms and preventing the development of normal parenthood (39). Parents 
of preterm infants are susceptible to emotional problems compared to parents of term 
infants (40). When the baby is born, parents are shocked by the event and the clinical 
condition of their baby that may prevent the parents from caring for their baby (41), this 
may make them feel powerless and helpless (42).   
In the Neonatal Intensive Care Unit (NICU), the initial reaction of the parents to their 
preterm infant is often that of a guest or foreigner and a feeling of uncertainty about 
parenthood (43) especially the mothers who experience more anxiety and poor adaptation 
(44). Parental stress is due to physical and emotional separation from their infant, their 
infant’s health, the uncertainty of survivals and the future of their infants. Some parents 
are also affected by the appearance of the infants especially EXP infants that may further 
worsen the first relationships between parents and their babies (45). The infant clinical 
status and environment of the NICU may also prevent skin-to-skin contacts that may 
adversely affect the mother’s bonding to her baby (43), which might has a potential impact 
on the infant’s long-term outcome (46). Since preterm infants might require a prolonged 
hospital stay (47), parents may have to suspend their normal life and spend extended time 
in the NICU; these may have great stressful effects on the families (48, 49).   
1.3.2.2 Beyond the hospital  
Parental stress may continue after hospital discharge and during the first few years, as 
they need to adapt to the independent role and safeguard high-risk fragile infant. 
Additionally, parents’ uncertainties about the future growth and development of their 
infants may continue after discharge to home particularly with the mothers who are more 
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prone to depression and anxiety (50). Due to the ongoing problems of preterm infants 
especially EXP infants, parents have to manage, further medical and developmental 
necessities. The daily care of preterm infants needs more efforts from the parents and 
possibly more time consuming than the need for full-term infants. Such as, preterm infants 
are more likely to experience feeding difficulties (51); approximately 31 to 45% of preterm 
infants suffer from feeding complications during the first two years of life (52).  
Moreover, long-term complications, particularly those associated with poor 
neurodevelopment (30), may lead to persistent increased stress and burden on the 
families (26, 53), through functional impairments and disabilities of the diseases such as 
cerebral palsy. Securing medical care and rehabilitation programmes for the child are also 
time-consuming as well as requiring extra expenses. Preterm infants are likely to be re-
hospitalised and require frequent outpatient visits (37) that may overburden the parents 
(27, 54). Furthermore, financial concerns are other factors that might exaggerate parental 
stress. The unpaid leave from work, reducing hours of work and out-of-pocket budgets 
contribute to the financial burden on the parents and their quality of life (55). Given the 
negative impacts of a disabled child on the families , improving health outcomes of 
preterm infants might minimise the adverse effects of having preterm infants on the 
parents (27).  
1.4 Prematurity is a research priority 
Healthy births and reduction of LBW and VLBW are one of the National Leading Health 
Indicators (NLHIs) recommended by the American Institute of Medicine (56).  Reducing 
child mortality is one of the United Nations Millennium Development Goals (MDGs) (57). 
Though there was a global reduction in child mortality, there was a slighter decline in 
neonatal mortality (8). Prematurity contributes to about 35% of neonatal deaths and 
represents a significant share of deaths in children under five years of age (2). The Office 
of National Statistics 2016 data for England and Wales also showed an increase in the 
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neonatal mortality rate between 2015- 2016 and complications of prematurity were the 
leading cause of neonatal and infant deaths, Figure 1.2 (58).  
 
Figure 1.2  Causes of neonatal, post-neonatal and infant deaths in England and 
Wales, 2016  
Columns represent percentages of the causes of infants’ deaths. Neonatal: < 28 days of 
life; Postneonatal: 28 days-one year; Infants: under one year.  Light blue column: 
Congenital anomalies; Orange column: prematurity complications; Grey column: Sudden 
infant deaths. Source: data downloaded from the website of the Office for National 
Statistics, UK (58). 
 
The continuous increase in preterm births creates more burden on diseases (12). In the 
UK, the EPICure study, population-based studies of EXP infants (22 to 26+6 weeks) 
demonstrated that there was a rise in the rate of infants born at or less than 26 weeks by 
44% between 1995 and 2006 and survivors are also increased, however, morbidities were 
unchanged among the survivors (59).  
Although MLP infants have better outcomes compared to VP and EXP infants, however, 
compared to full-term infants, they may experience problems during the neonatal period, 
and long-term health, educational and behavioural issues (60, 61). Since, MLP infants 
compromise a majority of preterm infants, in the UK, they accounted for 85% of the 7% of 
preterm births (62) and in the USA, accounted for 7.17% of live births (19). Therefore, 
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even a slight increase in health problems may create a significant burden to health care 
services and societies (63).  
Preterm infants require extended time in the hospital (47), which will be longer if the infant 
had complications such as infection or/and necrotising enterocolitis (NEC). Infants with 
NEC had been hospitalised 60 days longer than preterm infants without NEC (64). In the 
UK, the median length of hospital stay for infants born at 24 weeks and between 30 and 
31 weeks, were 123 and 44 days respectively (65). In the USA, in 2000, the mean daily 
cost was $1535 for infants born ≤32 weeks compared to $700 for infants born between 33 
and 36 weeks (66).  
Moreover, the costs of preterm infants rise further in childhood and adulthood from 
survival with ongoing problems (67). The Chief Medical Officer 2012 data for the UK, 
reported that the annual cost of preterm infants from birth throughout childhood was £1.24 
billion and the total cost for societies was £2.48 billion (68). This is likely to translate into 
economic costs for health services, families and communities. Hence, research emphasis 
on preterm infants could assist and guide public health policies and decide financial 
priorities. 
To accelerate the progress towards reducing child mortality (MDG4), the United Nation 
(UN) (69) highlighted that focusing on prematurity is critical for improving child survival, 
and outcomes (70-72). Adapting and innovating innervations to improve preterm 
outcomes, were also addressed as an urgent priority research agenda by the WHO (3) 
and the Preterm Birth Research Priority Setting Group (73).   
1.5 Prematurity-related complications  
During foetal life, through the placenta, the mother provides essential nutrients to the 
foetus and excretes metabolic products. The placenta also produces hormones for foetal 
growth and protects the foetus against infection by its mucosal macrophages and transfer 
of maternal IgG (74). Maturation of the foetus occurs throughout the pregnancy to 
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accomplish development and growth of organs and systems to adapt for extra-uterine life. 
Preterm birth disrupts these physiological processes. Therefore, the foetus is born with 
underdeveloped organs and systems that impair their functions, which manifested in 
prematurity-related complications. Those immature fragile organs are susceptible to 
injuries during the perinatal and neonatal periods; they are also influenced by the 
aetiology of the preterm birth and maternal risk factors such as maternal infection  (75). 
Moreover, some of the treatment modalities, medications and procedures, which are 
required for life support, are additional factors that might influence the responses of the 
immature systems. For example, mechanical ventilation and high oxygen therapy 
contribute to the pathogenesis of chronic lung disease (CLD) (76). The risk for 
complications increases with decreasing gestational age, reflecting the degree of 
immaturity; an infant born between 22 and 25 weeks have the highest risk of mortality and 
complications (28, 77, 78). The response of the infant’s organs to the extra-uterine 
environment (including the NICU) and the treatment strategies have a significant impact 
on the short and long-term health outcomes of the infant.     
1.5.1 Short-term complications 
Short-term complications manifested in the neonatal period and during first hospital 
admissions. These complications might prolong hospital stay, increase the risk of 






Table 1.1  Prematurity-related complications 
System Complications Mechanisms 
Respiratory 
RDS (79) Surfactant deficiency  
Poor postnatal adaptation 







Hypotension/bradycardia (16) Hypovolemia/sepsis/cardiac 
Patent ductus arteriosus (81) Hypoxaemia 
Gastrointestinal 
Feeding intolerance (82) 
NEC 
SIP (83)  
Gastroesophageal reflux (84) 
Immature suckling/swallowing 
  Immature GIT/ 
  enteral feeding/sepsis 
Nutritional 
Parenteral nutrition and its 
sequelae (85, 86) 
Growth impairment 
 
   Poor store and intake/ 
   rapid growth 
Neurological Perinatal asphyxia Fluctuating cerebral blood 
flow/mechanical ventilation 
Immature respiratory centre 
 
IVH (87) 
Apnoea of prematurity (88) 
Haematological 
Hyperbilirubinemia 
Anaemia of prematurity (89) 
 RBCs transfusion (90) 




Hypoglycaemia (91) Poor glycogen store/decreased 
production 
Hyperglycaemia Stress/immature glycogenolysis  
Hypocalcaemia Poor response to PTH 
Renal 
Poor handling of water, salts and 
acids 
Low glomerular filtration rate 
Temperature 








Refraction errors (16) 
Oxygen toxicity 
ROP 
RDS: respiratory distress syndrome; CLD: chronic lung disease; NEC: necrotising 
enterocolitis; GIT: gastrointestinal tract; IVH: Intraventricular haemorrhage; PTH: parathyroid 
hormone; ROP: retinopathy of prematurity. RBCs; red blood cells 
1.5.2 Long-term complications 
Preterm survivors are at increased risk of long-term consequences on health and 
development such as: 
- Neurodevelopmental disabilities and global developmental delay (30, 31, 94, 95).  
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- Chronic lung diseases (96, 97) persistent vulnerability to respiratory infection and a 
higher risk of asthma during childhood (98, 99).  
- Retinopathy of prematurity (100), higher risk of refraction errors and late retinal 
detachment especially in ELBW infants (101).  
- Growth failure (102, 103).  
- Hearing impairment and the need for hearing aids (95, 104). 
- Rehospitalisation due to a substantial risk of illness during childhood (37, 105).  
- Short bowel syndrome (95, 106).  
- Higher risk for developing non-communicable diseases like diabetes and 
hypertension (107, 108).  
- Emotional and psychological stress on the family (55).  
1.6 Preterm infant’s immune system  
The immune system is composed of innate and adaptive responses. The innate immunity 
is the first host, non-specific defence mechanism that provides immediate protection 
against pathogens. This immunity does not have persistent immune responses (109) but it 
presents antigens to the adaptive immune system (110). It comprises physical barriers like 
the skin, mucous membranes of respiratory and gastrointestinal tract (GIT), and a cellular 
component including neutrophils, mast cells, macrophages, monocytes and natural killer 
cells; in addition to humoral factors such as complements and cytokines (111, 112).  
The adaptive immune system includes lymphocytes (T and B), antibodies and cytokines; it 
develops during the first few years of life through environmental interactions at the skin 
and mucosal surfaces (109). The adaptive immunity is the second line of defence, based 
on antigen receptors represented on T and B lymphocytes (113) and usually triggered if 
the innate responses failed to fight pathogens, thus, requires more time to being activated 




After birth, the newborn infants face complex immune needs to fight infection, prevent 
harmful inflammatory processes and balance the transition from sterile intrauterine life to 
an extrauterine environment that rich in pathogens and antigens (110).  
1.6.1 Neonatal innate immunity  
Newborns are mainly dependent on innate immunity while the adaptive immune system is 
underdeveloped and its linking with the innate immunity is also impaired (114), these 
physiological processes are more compromised in preterm infants depending on the 
degree of maturity (113, 115).  
Preterm infants have fragile, gelatinous skin that is very vulnerable to injury, especially in 
EXP infants (116). Similarly, their protective mucosal and epithelial barriers of the 
respiratory tract and GIT are underdeveloped; these immature natural mechanical barriers 
increase the susceptibility to invasion by pathogens (117). The cellular component 
(neutrophils, monocytes, macrophages, natural killer cells) is also deficient (118). Preterm 
infants have minimal storage pools of neutrophils, which often results in a rapid depletion 
of the circulating neutrophils (neutropenia) particularly during infection (119). Additionally, 
their neutrophils have limited migratory capacity, impaired phagocytosis and degradation 
of ingested pathogens (120); these factors render preterm infants susceptible to infections 
and increase the risk of septicaemia. Moreover, the cytotoxicity of the neonatal natural 
killer cells is weak that could increase the risk for viral infections (121).   
The complement system is one of the principal, potent immune mechanisms that 
regulates inflammatory damage. It composed of a variety of proteins that promote a non-
antibody dependent opsonisation and facilitate phagocytosis (114) of microorganisms 
such as group B streptococci and Gram-negative bacteria, which are common pathogens 
colonise infants admitted to neonatal units (122). In neonates, the levels complement 
proteins were about half of older children, and further reduced in preterm infants, reaching 
the normal levels by 6 to 12 months of age (123, 124). Although preterm infants can 
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activate the complement cascade, the complement proteins are rapidly depleted during 
infection (124). 
Fibronectin is another essential glycoprotein in the immune system; it is an opsonic factor 
for bacteria, such as Staphylococcus aureus and B streptococci. It enhances chemotaxis 
of neutrophils, stimulates the production of inflammatory cytokines by macrophages and 
plays a role in T-cell activation and endothelial function (125). Newborn infants also have 
low fibronectin levels compared to children and adults and are more reduced in preterm 
infants (126).  
Moreover, Preterm infants have low pattern-recognition receptors such as Toll-like 
receptors (TLRs) e.g.TLR4 which has a fundamental role in the inflammatory process and 
could be activated by Gram-negative bacteria (127). Preterm infants expresse high TLR4 
in the intestinal mucosa and lack the capability for suppressing TLR4 signalling that may 
explain their increased risk of NEC (128).  
1.6.2 Neonatal adaptive immunity  
The adaptive immunity is also underdeveloped in preterm infants; it has inadequate 
lymphocyte activation, and cytokines and immunoglobulin productions (129). Therefore, 
preterm infants are deficient in secretory immunoglobulin A (SIgA), which is the main 
mucosal protective factor, due to poor functions of the B-cells and delay in plasma cell 
maturation. Neonatal T-lymphocytes also respond ineffectively to physiological stimuli with 
poor cytokine productions, antigen processing and degradation (130). Though, newborn 
infants have a passive immunity that obtained from their mothers by trans-placental 
transfer of immunoglobulin (IgG). This passive immunity is mostly transferred after 28 
weeks of gestation; hence, preterm infants have a lower IgG level compared to full-term 
infants; 250mg/dl at 28 weeks versus 1500 mg/dl (131, 132).  
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1.7 Necrotising enterocolitis (NEC) 
NEC is a well-known devastating gastrointestinal disease, one of the leading causes of 
deaths and morbidities among preterm infants (133). The incidence of NEC varies 
between counties, from 0.3 to 5.0 per 1000 live births (134), comprising 1-7.5% of NICU 
admissions (135). NEC is inversely related to the GA and birth weight; 90% of cases 
occur in preterm infants (136, 137). In the USA, NEC is high reaching 13% in infants <28 
weeks (138, 139), in Canada, 5.1% among infants <32 weeks gestation (140) while was 
lowest in Japan 1.6% in VLBW infants (141). In the UK, a multicentre randomised 
controlled trial (RCT) found that NEC affected 10% of infants <31 weeks (142); recently, 
severe NEC (confirmed at laparotomy, post-mortem, or causing death), is estimated to 
affect  3.15% of infants <32 weeks (143). Improvement of preterm survival especially of 
EXP has led to an increase in the incidence of NEC from 3% to 11% between 1997 and 
2000 and 5% to 15% between 2003 and 2007 in infants born between 22 to 28 weeks 
(136, 137). However, variation in NEC prevalence could be attributed to underdiagnosis of 
less severe cases and inconsistent case-definitions.  
Although NEC was described a long time ago (the 1950s) and a considerable amount of 
literature has been published on its aetiology and pathophysiology, the definite cause 
remains to be defined. However, prematurity and low birth weight are the main consistent 
risk factors (95, 135, 144, 145). Enteral feeding including, the type of milk and the feeding 
regimens also influences the infant’s susceptibility to NEC (146-149). Other factors, with 
conflicting evidence, could increase the risk of NEC such as, maternal prolonged rupture 
of membrane and chorioamnionitis (95, 150), hypoxic-ischemic insults (151), congenital 
heart diseases, patent ductus arteriosus (152), packed red cell  transfusion (139, 153), 
use of H2 blocker (154) and vasoactive agent such as dopamine, indomethacin (155), 
polycythaemia, and umbilical vessels catheterisations (156).  
NEC is a complicated multifactorial process that involves inflammation and bacterial 
invasion of the immature mucosa of the GIT with resultant mucosal necrosis (157, 158). 
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Immaturity of the GIT, weak immune responses and enteral feeding are the main 
contributing factors for the pathogenesis of NEC (159, 160). Hypo-perfusion and/or 
hypoxia of the bowel stimulate the release of mediators of inflammation from the ischemic 
gut like tumour necrosis factor, which triggers an inflammatory process leading to mucosal 
injury and damage to the intestinal barrier. The injured immature intestinal mucosa, use of 
antibiotics (161, 162) and enteral fasting (147, 148) are participating factors that act 
synergistically to promote intestinal atrophy and abnormal bacterial colonisation of the 
bowel (163); this could lead to overwhelming septicaemia, septic shock and death. 
The onset of NEC is variable from non-specific clinical signs to sudden fulminant course 
and deaths within hours, depending on the GA of the infant (140, 164). Therefore, a high 
index of suspicion is a keystone for managing NEC. Diagnosis of NEC is mainly based on 
the clinical signs and some radiological findings such as pneumatosis intestinalis (gas 
within the bowel wall), portal vein and free peritoneal gases, which are more life-
threatening signs (165). Based on the clinical presentation the severity of NEC is 
classified according to modified Bell’s criteria, commonly used definition (166, 167), into 
three stages; namely I, II and III depending on the clinical, and radiological signs as 
demonstrated in Table 1.2.  Based on the treatment approached, NEC is classified into 
medical and surgical NEC, which has a poorer outcome (168). However, NEC can only 
be confirmed by inspection of gangrenous necrosis, which mainly affects the terminal 
ileum or colon, at laparotomy or histopathological findings of the resected tissues. 
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Table 1.2 Modified NEC criteria (adapted from Kliegman 1987 (167) 











High gastric residual (pre-
feed) 
vomiting ± bilious 
mild abdominal distension 
occult blood in the stool 
Normal/mild 
intestinal distension 
Stage II  
Definite NEC: 









abdominal tenderness  
possibly bloody stools 
absent bowel sounds. 






As IIA  
with thrombocytopenia 
and/or mild metabolic 
acidosis 
Same as previous 
Abdominal distension with 
definite tenderness 
possible abdominal wall 
oedema and/or 
discolouration. 
mass at lower right 
abdomen 
As IIA and portal 
vein gas, ascites 
(possible) 
Stage III  
Advanced NEC:  
severely ill 
- IIIA:  bowel 
intact 
As IIB plus hypotension, 




coagulopathy, neutropenia  
Same as previous, plus 
severe abdominal 
distension and tenderness 
with abdominal wall 
induration (sings of 
peritonitis) 
As IIB with definite 
ascites 
 IIIB As IIIA As IIIA Perforation, 
Pneumoperitoneum  
NEC: necrotising enterocolitis 
 
Despite aggressive and optimal medical and surgical management, NEC is still one of 
the leading causes of death in NICU. The mortality rate for NEC ranges from 10 to 
30% and may reach 50% for surgically treated infants (169). It is inversely related to 
the weight and GA of the infants, reaching up to 100% in extremely preterm infants 
(136, 164). NEC survivors may face further complications during the recovery that 
may lengthen their hospital stays and negatively impact on outcomes and cost to 
health systems (134). In the USA, it was estimated that infants with NEC stay in the 
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hospital 60 days longer than their counterparts without NEC with additional costs of 
$216 666 per survivor and $6.5 million per year for treating infants with NEC (64).  
Moreover, NEC associated with long-term consequences for the survivors especially 
those who have surgical interventions (157, 170); approximately 10 to 30% of 
survivors face long-term complications including intestinal strictures, short bowel 
syndrome, failure to thrive and neurodevelopmental abnormalities (168, 171). Despite 
the proposed measures to prevent NEC, such as modulating enteral feeding 
regimens, use of prebiotics and probiotics and antibiotics, NEC remains a common 
gastrointestinal emergency in NICU with high mortality and long-term sequels, though, 
mother’s milk, due to its immune-protective and growth factors, has been linked with a 
reduction in risk of NEC (149, 172, 173).  
1.8 Late-onset infection (LOI) 
Preterm infants are vulnerable to infection due to the immaturity of their immune systems. 
This susceptibility to infections is influenced by the intensive care that needed for life 
support such as mechanical ventilation, parental nutrition, and intravascular 
catheterisations. 
Infection is one of the leading causes of neonatal mortality especially in preterm infants 
(174). Late-onset infection (LOI) is defined as a blood culture proven microbial growth 
after 72 hours of life (174). The incidence of LOI is approximately 8-9/ 1000 live births in 
VLBW and 26 /1000 live births in ELBW preterm infants. Its rate varies between regions 
and countries from 0.6%-14.2% among neonatal admissions and is inversely related to 
the GA. It was estimated that 36.6% of preterm infants born < 28 weeks GA had at least 
one episode of LOI in comparison to 29.6% and 17.5%, of preterm infants born between 
28-32 weeks GA and 33-36 weeks GA respectively (175). In contrast to respiratory 
distress syndrome, which has been reduced since the surfactant era and with advances in 
neonatal medicine, infections related mortality and morbidities have increased (133).   
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The immature immune system is the main risk factor. However, other factors could raise 
the risk of infection in preterm infants such as the need for invasive interventions, which 
may disrupt the fragile mucosal barrier, increase the risk of infection especially in 
extremely preterm infants (118). Additionally, delay to start enteral feeding and to achieve 
full enteral feeds that may lead to more extended stay in a microbial environment at NICU.  
The clinical presentations of LOI are subtle and non-specific, delaying early diagnosis, 
which may have devastating consequences. Therefore, clinical care providers have a low 
threshold to treat and start empirical antibiotics. However, prophylactic antibiotics therapy 
may increase the emergence of drug resistance and influence the intestinal bacterial 
colonisation of the infant (176), providing opportunities for potentially pathogenic bacteria 
to colonise the gut, that may translocate to other organs and tissues, increasing the risk of 
invasive systemic infection (163).                
With the increasing rate of preterm birth (177) and growing survival of VLBW and ELBW 
infants, the morbidity burden will increase. Thus the length of hospital stays and the risk of 
LOI will continue to be a challenge to the neonatal care (2, 178). Despite the use of 
infection control protocols, infections are still the most leading cause of neonatal death 
even in high-income counties (179). A large cohort study by Stoll et al. found that 21% of 
VLBW infants who survived more than three days had at least one episode of LOI. The 
authors also indicated that infections among ELBW infants were associated with poor 
neurodevelopmental and growth outcomes in early childhood (174).  
Thus, new policies are needed to decrease the incidence of nosocomial infections. One 
intervention that might protect against infection is the mother’s colostrum (180, 181). It 
was reported that the incidence of infections in preterm infants is lower in breastfed than 
in formula-fed infants; therefore breast milk is recommended as the "golden measure to 
prevent infection" (182). 
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1.9 Mother’s colostrum and milk  
Breast milk is the natural fluid secreted by mammalian mammary glands to feed their 
offspring and to provide them with the essential nutrition and protection for good health. 
Human milk is produced by the mother during late pregnancy and continues after delivery; 
it offers the optimal early nutrition for growth and healthy development of the infants. The 
benefits and importance of breastfeeding were identified a long time ago and exclusive 
breastfeeding for at least six months is recommended by the WHO and the American 
Academy of Pediatrics (AAP) (181, 183). A unique feature of human milk in contrast to 
other species like cows and rodents is that its composition is less influenced by maternal 
nutrition (184). 
Moreover, human milk has significant immune protective advantages due to various 
biologically active components that have the potential to modulate the immune system of 
the infants and enhance growth and development (185, 186). The antibacterial nature of 
breast milk was first reported in the literature in the late eighteenth century; when Paul 
Ehrlich, a German physician proved that maternal antibodies could be transmitted to 
offspring through breast milk. Such was the importance of this work that Ehrlich was 
awarded the Nobel Prize in Physiology or Medicine in 1908 for his impact on immunology 
(187). Furthermore, the immunological features of milk assisted in the advancement of the 
understanding of immunology (188, 189).  
Human milk is secreted in three stages, colostrum, transitional milk and mature milk. 
Colostrum is the first milk produced during late pregnancy until 3-5 days after birth. It is 
followed by an increasing volume of transitional milk which is in turn replaced by mature 
milk by the end of the second week of life (190). Human milk has great nutritional, 
developmental and protective benefits for newborn infants. The constituents of human 
milk are dynamic, adapt over lactation, diurnally, within a feed and differ between lactating 
women and populations (191, 192). However, the nutritional properties of human milk are 
preserved despite these variabilities. The main nutritional constituents are lactose (6.7 to 
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7.8 g/dl), protein (0.9 to 1.2 g/dl), and fat (3.2 to 3.6 g/dl) with 65 to 70 kcal/dl in addition to 
many micronutrients such as vitamins, iodine (193).  
For this thesis, I focused on the bioactive compositions of human milk and colostrum, as 
these bioactive factors can influence the biological functions of the body and consequently 
affect the health outcomes of the infants. The following section reviews some of the 
bioactive components of colostrum and milk.   
1.9.1 Immunological constituents  
 The principal immune components of human milk and colostrum are as follows:  
1.9.1.1 Secretory immunoglobulin A (SIg A) 
SIg A is the primary immunoglobulin in human milk. It is the first line of defence against 
microbes, and is the predominant Ig in human milk, in contrast to other mammalian 
species (cattle and sheep) where IgG is the main (188). IgA levels change over different 
stages of lactation, the highest concentration presents in colostrum, which contains more 
than 1.5g/L (194, 195).  
IgA is the most crucial defence factors for mucosal surfaces especially the intestinal 
mucosa. It possesses a secretory component, which affords IgA resistance against 
proteolytic enzymes in the gut and helps fixation to the mucosa (196). By a process called 
“immune exclusion”, it prevents bacterial attachment to the mucosal cells, which is a 
necessary process for invasive disease. The Ig A captures the bacteria then, embedded in 
mucus thus facilitating elimination of the bacteria by peristalsis (197). Recently it has been 
recognised that it can reduce the virulence of bacteria, influence the intestinal flora and 
decrease the inflammatory responses associated with pathogenic microorganism and 
potential allergens (198). In addition, colostrum contains IgG but in a lower concentration 
than mature milk. However, it was reported that there were no differences in the level of 
IgG in colostrum from women who delivered preterm or term infants (199).  Conversely, 
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colostrum is deficient in IgM, and no significant difference has been reported with GA 
(200, 201).   
1.9.1.2 Lactoferrin 
Lactoferrin (Lf) is an iron-binding glycoprotein. It is present on mucosal surfaces and in 
biological fluids like tears, saliva, seminal fluid, and milk. Lf is the chief whey protein in 
human milk throughout lactation. Human milk has a higher level of Lf in comparison to 
other species; for example, bovine colostrum contains 5mg/ml while mature bovine milk 
has only 20-200μg/ml, in contrast, to mature human milk, which has a minimum of 1mg/ml 
of Lf (202).  
Lf is a fundamental component of the innate immune system, it has a broad antimicrobial 
activity and is one of the primary mucosal defence factors (203). As iron is an essential 
substrate for bacterial growth, due to its high iron-binding capacity, Lf inhibits the growth 
of potentially pathogenic bacteria by decreasing iron availability. Lf also acts by disrupting 
microbial cell membrane, inhibiting adhesion to host cells and preventing biofilm formation 
(204, 205). Lf can resist intestinal enzymes, and this may facilitate its action in the gut 
lumen as a prebiotic that promotes the growth of beneficial bacteria, therefore, might 
inhibit colonisation of the gut by pathogenic microorganisms (206). 
Moreover, Lf has anti-inflammatory and immunomodulatory properties in the gut by 
activating T-lymphocytes and cytokine expression (204). Recently, it was suggested that 
Lf has a possible antiviral and antibacterial action by direct interaction of its molecules 
with microorganisms (203, 207). Lf is being investigated as a potential immune therapy in 
the prevention of NEC and infection in preterm infants (142, 208).  
1.9.1.3 Oligosaccharides 
Oligosaccharides are biologically active carbohydrates, one of the most vital components 
of human colostrum and milk and present in high concentrations approximately ranging 
from 7 to 12 g/L (209, 210). Human milk oligosaccharides are complex molecules 
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classified into four groups, and more than 100 oligosaccharides have been identified (211) 
in human milk; this might explain their diverse functions. Oligosaccharides’ structural 
complexity is a distinctive feature of human milk compared to bovine milk, which contains 
only a trace of oligosaccharides and less complex structure (212). Oligosaccharides have 
been considered to be the furthermost crucial human milk component that influences the 
intestinal flora in breastfed infants (213).  Oligosaccharides are resistant to the digestive 
enzymes of the GIT and act as prebiotics to promote the growth of non-pathogenic 
bacteria like Bifidobacterium bifidum in the gut (214, 215). Oligosaccharides also function 
as analogues to inhibit the attachment of microorganisms to mucosal cells of the 
respiratory and gastrointestinal tracts, an essential stage for microbial invasion (216, 217). 
It was proposed by in vitro studies that oligosaccharides can activate T-lymphocytes and 
cytokines production (210). Recent evidence suggested that oligosaccharides in human 
milk protect against NEC due to their antimicrobial, anti-inflammatory actions and their 
potential role in the maintenance of intestinal integrity, healing and maturation of intestinal 
wall (210, 218, 219). Moreover, oligosaccharides have the potential as signalling 
molecules and nutrients for the growing brain, therefore, might contribute to postnatal 
neurological development (220). Wang et al. reported that there were higher levels of 
brain gangliosides and glycoprotein sialic acid, which are essential for brain development 
and cognition, in breastfed infants than formula-fed infants (221).    
1.9.1.4 Cytokines 
Cytokines are pluripotent peptides secreted by several various (immune and 
inflammatory) cells. They are present throughout the body as well as in amniotic fluid, 
colostrum and milk. Cytokines collectively act in a network like fashion by interacting with 
distinctive cellular receptors to enhance and regulate the immune system. Human milk 
contains many cytokines, which are secreted by the mammary glands and milk cells and 
have the potential to modify the immune system (222, 223).  
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Many varieties of cytokines have been recognised like interleukin (IL), interferon (IFN-γ), 
tumour-necrosis factor (TNF-α), transforming growth factor β (TGF-β), granulocyte colony-
stimulating factor (G-CSF), macrophage colony-stimulating factor (M-CSF), and 
granulocyte-macrophage-colony-stimulating factor (GM-CSF) (224, 225). Human milk 
cytokines can pass through the intestinal mucosal barrier to interact with the cellular 
receptors to modulate the immune responses. Cytokines modulate the immune system by 
variable actions; pro-inflammatory like IL6, TNF-α and INF-γ that stimulate the immune 
response and the differentiation of B-lymphocytes into IgA plasma secreting cells, 
therefore, might protect against infections. Other cytokines have anti-inflammatory 
properties such as IL10 and IL13 (225). Cytokines have a vital role in response to injuries 
and protection of mucosal surfaces, which are the primary access point for an invasion by 
microorganisms (226). TGF-βs are the principal cytokine in human milk that play an 
essential role in cellular proliferation, intestinal homeostasis and tolerance (227). TGF-β 
involves in T-cell activation and can, via its effect on B-cells, in conjunction with other 
cytokines, initiates production of IgA at the mucosal surfaces to potentiate mucosal 
immunity (228).  
1.9.1.5 Pancreatic secretory trypsin inhibitors (PSTI) 
PSTI is a peptide, which protects the pancreas from auto-digestion. PSTI has also been 
found in the gastric secretion and in intestinal mucosal cells where it protects excessive 
digestion of the mucosa (229).  Recently PSTI was found in a significant concentration in 
human milk especially during the first few days after birth (230). During this early neonatal 
period, with the introduction of feeding, there is a rapid increase in the secretion of acid 
and digestive enzymes of the GIT (231). These changes may increase the risk of 
intestinal injury and could rationalise the higher levels of protective factors such as PSTI in 
colostrum compared to mature milk. Therefore, PSTI might have the potential to prevent 
mucosal damage, facilitate gastric mucosal repair, promote intestinal wall healing and 
create a mucosal defence (232, 233).  
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1.9.2 Growth factors in human milk  
Mother’s milk has various effects on the growth of some of the body organs such as the 
GIT, nervous and vascular systems. These effects are mediated through its numerous 
growth factors, such as epidermal growth factor (EGF), transforming growth factor (TGF) 
and insulin-like growth factor-1 (IGF-1) which have significant effects on cellular 
differentiation, proliferation and maturation and repair of the tissues (234, 235).  It was 
reported that most of the growth factors are present in higher concentrations in colostrum 
compared to mature milk that may indicate their importance for maturation during early life 
(236, 237).  Table 1.3 summarises the main growth factors present in human colostrum.  
Table 1.3  Colostrum growth factors 
Growth factors  Role 
Epidermal growth factor (EGF) 
EGF presents at a very high level in colostrum 
(237). EGF stimulates proliferation and maturation 
of the enterocytes (238). Main intestinal protective 
factor from hypoxic-ischemic injuries (239, 240). 
Heparin-binding growth factor (HB-
EGF) 
Protects against hypoxic and ischemic injuries and 
has an important role in the repair of post-hypoxic-
ischemic injuries, such as resuscitation and NEC 
injuries (240). 
Neuronal growth factors (NGF) 
Have a critical role in the development of the 
nervous system. Promote neuronal maturation of 
the gut and enhance GIT motility (241-243). 
Insulin-like growth factor (IGF) 
Higher level in colostrum. IGF has a role in tissue 
growth (244). Stimulate erythropoiesis   
Vascular endothelial growth factor  
Higher level in colostrum. Regulates vascular 
endothelial and may play a role in reducing the risk 
of ROP (245, 246).  
Erythropoietin  
Stimulate RBCs production and may prevent 
anaemia of prematurity. It also has a trophic effect 
on the intestinal mucosa. (247, 248).  
NEC: necrotising enterocolitis; GIT: gastrointestinal tract; ROP: retinopathy of prematurity; 
RBC: red blood cell. 
1.9.3 Cellular components 
Human milk and colostrum also possess cellular components. They are rich in 
macrophages, lymphocytes, granulocytes, epithelial cells. The presence of maternal cells 
in an active motile form in human milk suggests that these cells could have continuous 
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functions in breast milk feed infants (249, 250). In colostrum, neutrophils and 
macrophages are the predominant cell type; they represent about 40% to 60% and 30% 
to 50% of the total leukocytes respectively.  Lymphocytes account for 5%-10% and T- 
lymphocytes are the predominant type of breast milk lymphocytes (251, 252). These cells 
act by different mechanisms; neutrophil and macrophages act by direct killing of 
microorganisms, and lymphocytes (activated-T-lymphocytes) by producing cytokines 
(253). It was proposed that the infant’s infectious status influence leukocyte and 
macrophage counts in breast milk (254) that may suggest additional potential support of 
breast milk in response to infection. Recently, undifferentiated stem cells have been 
identified in human milk (255).  
1.9.4 Other protective factors  
In addition, to the previously described elements, human milk contains many other factors 
such as nucleotides, lysozymes, free fatty acids, Mucins, soluble CD14, TLRs agonists 
and antagonists (256). Human milk has many enzymes such as lipase an enzyme that 
enhance fat absorption by the intestine (257). Nucleotides represent about 20% of non-
protein nitrogen in human milk (258) and are suggested as central factors in GIT 
maturation and development of the immune function of the infant. Nucleotides also have a 
potentially favourable effect on the gut microflora (259). Long-chain polyunsaturated fatty 
acids (PUFAs) and gangliosides present in higher levels and distinctive form in breast milk 
compared to formula milk; long-chain PUFAs are essential for the cell membrane 
structure, especially in the neuronal and retinal cells (260). Human milk gangliosides have 
also been involved in neuronal development, cellular growth and prevention of infection 
(261, 262). These bioactive components of human colostrum and milk act synergistically 
to promote the growth and the immunity of newborn infants and provide effective 
development and protection against serious illness such as NEC and infections.  
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1.9.5 Colostrum versus mature milk: compositions and 
immune activity 
During lactation, milk constitutes change between, colostrum, transitional and mature milk. 
While the three stages of human milk have enormous nutritional, developmental and 
protective benefits for the newborn infants, they vary in their physical characteristics and 
compositions.  
Colostrum is the first stage of lactation; produced in low volume and it has unique 
characters in comparison to mature milk. Colostrum is rich in immunological constitutes, 
growth factors, minerals, fat-soluble vitamins and proteins but has a relatively low lactose 
level, and lipids (193, 263-265). This unique composition of colostrum indicates that its 
primary functions are protective and trophic. For example, SIgA is approximately 100 
times higher in colostrum than mature milk (266). Lactoferrin is highly concentrated in 
colostrum reaching almost to 7g/ml in contrast to 1g/ml in mature milk; moreover, colostral 
lactoferrin has a higher affinity for iron chelation which explains its bacteriostatic function 
(264) as described in section 1.9.1.2.  IgA and Lf constitute approximately 10% of the 
colostrum weight compared to only 1% in mature milk. However, the lower level in mature 
milk is compensated by increasing milk volume (267). 
Similarly, the concentration of oligosaccharides is higher in colostrum reaching 20g/L that 
decline over the periods of lactation; dropping to 5g/L in mature milk (268). Higher levels 
of bioactive cytokines in colostrum are also reported (185). Growth factors like EGF, TGF-
α and PSTI, which are peptides with a significant healing effect on the injured intestinal 
mucosa, were found in higher concentrations in colostrum (234, 238). Additionally, 
colostrum is more abundant in cells than mature breast milk particularly leucocytes (251). 
These compositions of colostrum seem to compensate for the deficiency of infant’s 
immune responses especially mucosal immunity during the early life.  
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1.10 Preterm infants and mother’s milk 
Mother’s milk has been recommended as the primary food for preterm infants. However, 
from the nutritional aspect mother’s milk is not the optimal feeding alone for preterm 
infants, especially those who are EXP and LBW infants. Preterm infants have a high risk 
of nutritional deficiencies and growth impairment, and they need higher protein, caloric, 
minerals and vitamin intakes to support their growth rates; mother’s milk may not meet 
some requirements such as calcium, phosphorous and iron. (269, 270). Therefore 
additional nutrients may be needed to fortify the mother’s milk (271). However, mother’s 
milk has a unique nutritional advantages over formula milk for preterm infants, due to its 
higher content of cysteine and taurine, long-chain polyunsaturated fatty acids, nucleotides, 
and gangliosides compared to formula milk (217). Mother’s milk also has a high level of 
lipase; an enzyme which, improves fat absorption (193). 
Moreover, the mother’s milk is more tolerable by preterm infants than formula milk and 
promotes gastric emptying. While from the nutritional aspect for the long run it is not the 
optimal feeding alone for preterm infants, mother’s milk has substantial protective 
benefits. The AAP recommended the early introduction of mother’s colostrum and milk for 
feeding preterm infants, and donor human milk (DHM) is the preferred alternative, to 
formula, when mother’s milk is unavailable or inadequate (272). From a nutritional point of 
view, preterm milk has higher levels of protein, amino acids, fat and sodium compared to 
full term milk, while it contains similar concentrations of minerals as term milk except for 
the calcium which, is lower in preterm milk (193, 273).  
In comparison to mothers who have term infants, colostrum secreted by mothers who 
have preterm infants has higher concentrations of biologically active immune factors, such 
as IgA, lactoferrin and some interleukins, and growth factors (192, 195, 201, 274). The 
levels of these biofactors are inversely related to the duration of pregnancy. Growth 
factors like EGF, TGF-α and PSTI were also found in higher concentrations in colostrum 
of mothers of EXP infants compared to MLP infants (236). These-gestational age 
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associated concentrations in the bioactive factors suggest that preterm colostrum has 
been distinctively expressed to support extra-uterine adaptation and protect the preterm 
infants against infection, during the early postnatal weeks.  
The high concentration of bioactive substances in colostrum produced by mothers of 
preterm infants is linked to the open tight junctions of the mammary epithelium, which 
allow para-cellular transport of immune factors from maternal circulation to the milk (184, 
274). These tight junctions fuse steadily over the first few days following birth and close 
entirely with the production of mature milk. Additionally, some studies have postulated that 
colostrum of mothers who have preterm infants may continue longer than mothers with 
full-term infants that may extend for almost seven days (274, 275).  
Nevertheless, during foetal life, the growth of the foetus occurs throughout the third 
trimester of pregnancy, and approximately 15% depends on the nutrients and growth 
factors from the swallowed amniotic fluid (276). The amniotic fluid has an essential role in 
the development and growth of the GIT, which occurs mainly during late pregnancy (158). 
Similarity between the compositions of colostrum and the amniotic fluid has been 
established (277),  therefore, providing colostrum to preterm infants during the early 
neonatal period may substitute the infant with the trophic effects of the amniotic fluid on 
intestinal growth and development (278) and may support these vulnerable infants against 
the higher risk of NEC and infection.  
In summary, preterm infants had a deficient immune response and delayed production of 
immune and growth factors, the higher levels of bioactive components in mother’s 
colostrum and prolonged colostrum phase of the lactation period could compensate this 
deficiency. Mother’s milk has been linked with lower risks of some of the prematurity-
related morbidities such as sepsis (279, 280), NEC (173, 281) retinopathy of prematurity 
(282, 283) and neurodevelopmental outcomes (284, 285). Therefore, it is evident that 
colostrum could protect the preterm infants especially extremely preterm infants during the 
critical early neonatal period. 
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1.11 Enteral feeding challenges for preterm infants 
Enteral feeding is the provision of food into the GIT, whatever the route used. Feeding 
preterm infants safely and adequately is one of the major challenges in the care of these 
infants. During the early postnatal period, preterm infants especially those EXP and ELBW 
are critically ill, clinically unstable and cannot tolerate enteral feeding. Thus, 
commencement of enteral feeding will be delayed, leading to prolongation of parenteral 
nutrition (PN), which requires placement of indwelling intravenous catheters leading to 
increased risk of invasive sepsis (286). Moreover, prematurity associated conditions that 
affect intestinal perfusion commonly prevent enteral feeding. Despite the evolution of 
perinatal and neonatal medicine that improved preterm survival, the introduction of enteral 
feeding and the provision of adequate enteral feeds remain a continuing challenge for 
neonatal professionals, patients and parents (287).   
During the neonatal period, the objective regarding nutrition of preterm infants is to 
achieve a postnatal growth by a rate similar to the intrauterine growth of a foetus with the 
same GA (288) with adequate functional development. Preterm infants are a 
heterogeneous group with a variable degree of immaturity that is influenced by many 
factors such as the cause of preterm birth, maternal illnesses, intrauterine and postnatal 
environments (16). Therefore, introducing enteral feeds requires a balanced clinical 
decision between these factors and the extent of the immaturity of the organs and the 
infant’s clinical status. The concern of serious diseases such as NEC further complicates 
the provision of enteral feeds to these vulnerable infants (289).  
1.11.1 Strategies for feeding preterm infants 
Enteral feeding is the best and safest way for providing nutritional requirements and is 
preferable to PN, which has been linked to severe complications such as sepsis and liver 
disease (85, 86). However, PN is an essential adjunctive or exclusive therapy to optimise 
the nutritional needs in critical cases especially for EXP and ELBW infants (290, 291). 
Enteral feeding is also considered as one of the modifiable risk factors for NEC in preterm 
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infants (292). Yet, there is still variability in the practice of enteral feeding for preterm 
infants internationally and between neonatal units within a country (293, 294). 
To achieve full breastfeeding or/and bottle feeding, preterm infants usually pass through 
different stages before they start to swallow, coordinate and then gather appropriate 
attachment and sucking. Different practices have been used to provide enteral feeding to 
preterm infants during the neonatal and transitional periods. However, there is still no 
consensus about an approach for feeding preterm infants, particularly during the neonatal 
period, due to the lack of sufficient evidence for the optimal time to start, type of milk to 
use, the safest volume to begin with and the speed of advancement (147, 291, 293, 295).  
In the subsequent four sections, I review some of the challenges that may face the 
feeding of preterm infants 
1.11.1.1 Type of milk 
Human milk is a central constituent of any strategy for enteral nutrition of all infants 
including preterm infants. There is robust and consistent evidence that mother’s own milk 
is associated with a reduction in prematurity-related complications (296-298). Therefore, 
feeding mother’s own milk was highly recommended by the WHO and the AAP and the 
European Society of Paediatric Gastroenterology, Hepatology, and Nutrition (ESPGHAN) 
as the primary option for feeding preterm infants (181, 183, 270). Early provision of human 
milk has been linked with decreased mortality, morbidities, especially protection against 
NEC (172, 173, 281), and better neurodevelopmental outcomes (284).  However, human 
milk needs to be fortified to meet the necessary nutritional requirements for optimal growth 
and development of preterm infants (295).  Human milk fortifiers are usually indicated in 
infants born before 32 weeks of gestation and VLBW infants. Improvement in health 
outcomes that associated with the use of mother’s milk is related to the volume of 
mother’s milk received by the infants especially during the first two weeks of life (173, 
281). Pasteurised DHM is an alternative if mother’s milk is unavailable or insufficient 
(299). However, DHM has lower energy, nutritional constituents such as fat, protein and 
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less protective factors such as IgA and lactoferrin (300) that might be related to the effect 
of pasteurisation; additionally, DHM usually collected after months of birth (301, 302). 
Formula milk is another option for feeding preterm infants if the mother’s milk is 
unavailable or insufficient and DHM is also unavailable, or the infant is unable to feed 
DHM (303). Although formula milk feeding resulted in better short-term postnatal growth, it 
is associated with a higher risk of NEC compared to human milk (304). However, the 
benefits of DHM over formula milk still uncertain (143, 295). 
1.11.1.2 Trophic feeding 
Feeding preterm infants is commonly initiated as minimal enteral feeds or trophic feeding. 
Trophic feeding is defined as providing a small volume of milk (10-20ml/kg/day) without 
increasing the rate for 5 to 7 days (305). Trophic feeding was initiated in the late 1980s; it 
is hypocaloric non-nutritional feeds that have been recommended to stimulate the 
development of the immature gut of preterm infants without worsening the severity of 
diseases (306). Other terms have been used; gut priming, minimal enteral nutrition and 
hypocaloric feeding. Trophic feeds enhance gut motility (306), modify intestinal 
disaccharidase enzymes, alter microflora, and stimulate gut hormone secretions, which is 
essential in the postnatal adaptation of the GIT (307). It has been linked with improvement 
in feeding tolerance, earlier attainment of full enteral feeds, shorter hospital stay and 
better postnatal weight gain (305, 306). Early trophic feeding is also associated with a 
reduction in the incidence of infection (286) and did not increase the risk for NEC (308).  
However, due to the concern that early introduction of enteral feeds may increase the risk 
of NEC, some clinician delays the initiation of enteral feeding to preterm infants (147). The 
nil per oral state and use of antibiotics can lead to intestinal mucosal atrophy and 
inflammation, decrease the digestive enzymes and mucosal IgA, and promotes 
colonisation by a pathogenic microorganism, which worsen by the use of antibiotics as 
part of the care of preterm infants increasing the risk for sepsis, NEC and feeding 
intolerance (309).  
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Furthermore, delayed commencement of enteral feeding is accompanied by prolonged 
use of PN that might prolong hospital stay and increase the risk of PN-associated 
complications (85, 86). Therefore, early trophic feeding is the most common approach to 
start enteral feeding in preterm infants. However, in certain clinical situations, trophic 
feeding could not be given, and nil per mouth status is unavoidable.   
1.11.1.3 Progression of enteral feeding 
Debate continues about the best strategies for progressing the feeds and the rate of 
advancement due to the concern that early and rapid progress of enteral feeding might 
increase the risk of NEC (310, 311). A Cochrane review reported that delay in the 
introduction of progressive enteral feeding more than four days has no significant effects 
on the incidence of NEC, mortality, and other morbidities in very preterm infants, however, 
the delay resulted in more days to attain full enteral feeding (312). Another Cochrane 
review evaluated the effects of slow advancement of enteral feeds (less than 24ml/kg/day 
daily increment) versus fast speeds (30 to 40 ml/kg/day) found that slow rates did not 
decrease the risks of feeding intolerance, NEC or mortality, however, the faster speeds 
group achieved  full enteral feeds and regained birth weight earlier (313). Thus, feeding 
practice should be balanced between the risk and benefits, considering different health 
outcomes. 
1.11.1.4 Method of feeding  
Preterm infants have poor sucking and swallowing/breathing coordination that increase 
the risk of aspiration. Organised oesophageal function develops after 32 weeks of 
gestation and coordination at 33 to 34 weeks (314, 315).  Therefore, tube feeding, either 
nasogastric or orogastric tube, is commonly used as an initial method to feed preterm 
infants.  
Nasal resistance accounts to about 40% of airway resistance, thus, the nasogastric tube 
may increase the work of breathing and may lead to respiratory problems such as apnoea 
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and desaturation (316). An orogastric tube is preferred in feeding preterm infants 
especially those who have respiratory distress or at increased risk of apnoea. (316, 317).  
However, orogastric and nasogastric feeding tubes are both used in neonatal units due to 
limited evidence (318).  
There is also uncertainty whether continuous or enteral bolus feed is the optimal method 
(319). Some studies reported that bolus enteral feeding associated with increased 
incidence of apnoea, respiratory compromise and fewer weight gains and continuous 
feeds are more tolerated by preterm infants (320) while others found no differences in the 
incidence of apnoea or growth (321, 322). Therefore, the method of feeding should be 
balanced; continuous feeding may be more advantageous initially while bolus can be used 
when the infants developed sucking and swallowing/coordination and in stable infants. 




Table 1.4  Strategies of enteral feeding in preterm infants 
Type of milk  Mother’s own milk is the best and first option  
Donor breast milk only if the mother’s own milk is 
not available or insufficient. 
Formula an alternative if a mother’s own milk is not 
available or insufficient or paternal choice. 
Breast milk fortifiers, when milk feeding reached 
100ml/kg/day especially for extremely preterm 
infants. 
Method of feeding Nasogastric or orogastric tube, and intermittent 
intra-gastric (bolus) feeding or continuous enteral 
feeding. No evidence to support significant 
differences. 
Cup feeding, bottle and breast or all are usually 
started later when infants reach full enteral feeds  
Time to start As early as the infant’s clinical status permits but 
mostly within the first 3 to four days after birth. 
Trophic or minimal enteral 
feedings 
Highly recommended than complete fasting. 
Trophic feedings 1ml/kg/hr is usually to start with   
Progression of feeding  Early provision of progressive enteral feeds and 
fast advancement of milk feeds (30–35ml/kg/day) 
is safe and does not increase the incidence of 
NEC. 
Daily increment 10 to 30 ml/kg/day until reaching 
150ml/kg/day. Demand feeding when the infant 
reaches full enteral feeds 
Frequency of feeding One or two hourly feedings are common to 
commence. 
If tolerated and full enteral feeds reached, 
lengthened to 3 to 4 hourly feeding. 
Supplementation  Vitamins are commenced when the infant 
achieved full enteral feeds. Zinc, calcium and 





Although the early introduction of enteral feeds and faster advancement are an acceptable 
approach for enteral feeds (324, 325), feeding intolerance and NEC are still threatening 
factors that restrain enteral feeding. Preterm infants especially those born before 28 
weeks of gestation and lowest birthweight infants are at high risk for growth restriction 
during the neonatal period and hospital stay (303). Therefore, interventions, which might 
improve feeding tolerance for preterm infants are likely, improve their short and long-term 
health outcomes. For instance, in the1960s, before the establishment of NICU, the UK 
reduced deaths of preterm infants during hospitalisation after modifying the feeding 
practice for those infants (326). Therefore, optimising feeding practice and nutritional 
support for preterm infants have been emphasised as one of the UK research priorities for 
preterm infants (327).  
1.12 Response of gastrointestinal tract to enteral feeding 
During intrauterine life, the foetus is nourished from the mother through the placenta. After 
birth, with the interruption of the placental circulation, the newborn should adapt to the 
new nutritional mode through the GIT to obtain the nutrient necessary for the growth and 
development. Maturation of the GIT occurs during the last trimester of pregnancy (328); 
therefore, preterm infants have immature GIT with poor digestion and absorption. Various 
aspects of intestinal dysfunctions appear to be critical challenges causing feeding 
intolerance in preterm infants, such as intestinal dysmotility and delayed gastric emptying 
that may lead to stasis and overgrowth of pathogenic bacteria (158). Digestive functions, 
such as gastric acid and enzymes secretions are also impaired (158). 
Additionally, immature immunity and fragile mucosal barriers are thought to render 
preterm infants particularly susceptible to intestinal inflammation and injury; consequently, 
the GIT could not fulfil its functions. Therefore, during the neonatal period, feeding 
intolerance is commonly recorded in the preterm infant that reflects the anatomical and 
functional immaturity of the GIT. Nevertheless, in some cases, the signs of feeding 
intolerance, such as high gastric residuals, vomiting and abdominal distension, could not 
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be differentiated from NEC (82). Therefore, interruption of the feeding is needed that lead 
to the prolonged use of PN and delayed full enteral feeds with unfavourable effects on 
length of hospital stays, infant growth and other health outcomes.  
Suboptimal nutrition during this critical period of life might alter the structures and 
functions of organs and systems of the body, which is described as “nutritional 
programming”, (329) for example, the promotion of neurodevelopmental outcomes of 
preterm infants by human milk (285, 330). Early life nutrition has not only short-term 
impacts on growth and functional development of the body but also has long-term 
influences on neurodevelopment, morbidities and mortality in adulthood (331, 332).   
The GIT also has major endocrine and immune functions. Many growth factors and 
hormones, which regulate gastrointestinal growth and development in newborn infants, 
have been identified. Gut hormones such as gastrin, peptide tyrosine-tyrosine, pancreatic 
polypeptide, incretins and ghrelin, are peptides produced by the neuroendocrine cells of 
the gut and play a vital role in many gastrointestinal functions such as digestion (enzyme 
secretion), mucosal growth, blood flow and motility (328).  
Evidence suggested that blood levels of gut hormones were increased after trophic and 
enteral feeding in term and preterm infants (306) and feeding intolerance may lead to 
disturbance in gut hormones secretions increasing the risk of NEC (333). As described in 
section 1.11.2, human milk and colostrum are abundant in many growth factors, which 
have direct influences on the functions of GIT (234, 237, 238) and they might also exert 
an indirect trophic effect by increasing the secretion of certain gut hormones (334, 335). 
Gut hormone responses in preterm infants is further discussed in section 5.1.2.  
1.13 Oropharyngeal administration of colostrum (OPC) 
Given the potential benefits of colostrum, it is essential to consider the method for 
administering it in the first few days of life. In preterm infants, colostrum is commonly 
administrated by orogastric or nasogastric tubes, as trophic or enteral feeds, when the 
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infant’s clinical status permits. However, by this route colostrum will bypass the oral and 
pharyngeal cavities so that the oropharyngeal mucosa will not be exposed to the 
protective factors of colostrum. Consequently, pathological microorganisms may take the 
opportunity to colonise the mouth while the potential immunomodulation of the colostrum 
biofactors via contact with oropharyngeal mucosa are bypassed. Hence, a different 
approach for providing colostrum to preterm infants is required.  
Moreover, the oral mucosa is one of the main routes for entry of pathogens; thus, oral 
care appears to be essential in certain preterm infants particularly ventilated infants and ill 
infants who cannot receive oral feeds. Most of the current oral care marketed products are 
not approved for use in neonates. Therefore, normal saline or sterile water have been 
used for oral care in neonatal intensive care units (336). Regular use of normal saline 
alters the innate antimicrobial properties of the upper airway secretions increasing 
infection risk (337). Although sterile water appears to be more safe than saline, may not 
protect against infection. Colostrum is natural; probably safe product might protect these 
compromised infants against colonisation by pathological organisms and promote the 
growth of beneficial bacteria.  
1.13.1 Proposed mechanisms of OPC as a protective intervention 
As described in Section 1.11, there are similarities between the constituents of colostrum 
and the amniotic fluid (277, 338). Fetal intestinal growth occurs mainly during the last 
trimester, promoted by fetal swallowing of amniotic fluid which is loaded with antibodies, 
cytokines and growth factors (158). Interruption of the continuous influx of amniotic fluid to 
the intestinal lumen by preterm birth may have a negative impact on the healthy growth 
and development of the GIT (158, 278). Coating the oropharynx with a small volume of 
colostrum could continue the effects of the amniotic fluid in utero. Rodriguez et al. (339) 
have suggested that cytokines in colostrum may stimulate the oropharyngeal associated 
lymphoid tissues (OFALT) and gut-associated lymphoid tissues (GALT) to modulate the 
immune system of ELBW infants (339). OFALT and GALT are well-known components of 
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the Mucosal-associated lymphoid tissues (MALT) (340), which represents an 
immunological system that function independently from the systemic lymphoid tissues. 
MALT function as the principal mucosal location where immune responses are initiated 
and activated lymphocytes can then reach more effector sites (341). MALT contains 
approximately 40% to 60% of lymphocytes of the body. MALT comprised of anatomically 
distinguished lymphoid tissues including; GALT such as the Peyer patches, the appendix 
and isolated follicles in the intestine, the bronchial associated lymphoid tissues (BLAT) 
and the OFALT(Waldeyer’s ring) at the entrance of the respiratory and GIT (342).  
OFALT, the lymphatic tissue of the oropharyngeal cavity, includes adenoids (pharyngeal 
tonsil), tubal tonsils, Tonsils (palatine tonsil) and the lingual nodules (lingual tonsil) 
interspersed with microscopic lymphoid tissues throughout the oropharyngeal mucosa to 
make the Waldeyer’s ring (Figure1.3). The Waldeyer’s ring acts as a promising frontline of 
defence against the entry of microorganisms (343). The OFALT lymphocytes and 
monocytes have more direct contact with cytokines found in breast milk or pharmaceutical 
compounds compared to GALT where peristalsis and the mucus may intervene between 
the lymphocytes and the immune factors (344). Furthermore, OFALT has almost a neutral 
pH and minimum peptidases that diminishes proteolysis of cytokines; however, the 
cyclical swallowing of saliva may reduce contact time with OFALT. Cytokines 
administrated by the oropharyngeal route, activate the OFALT immune cells leading to 
secretion of cytokines that in turn activate other cells. Additionally, some of the activated 
cells from the OFALT migrate through the lymphatic ducts to reach local lymph nodes of 
the neck and enter the bloodstream to be disseminated to distant sites such as other 





Figure 1.3 Delivery of cytokines by the oropharyngeal route 
A schematic diagram presents activation of the immune system by oropharyngeal 
administration of cytokines. PhT: pharyngeal tonsil; TuT: tubal tonsil; PalT: Platine tonsil; 
LT: lingual tonsil; LN: lymph node; OFALT: oropharyngeal-associated lymphoid tissues; 
GALT: gut-associated lymphoid tissues; BALT: bronchial-associated lymphoid tissues.  
Diagrams adapted from Bocci 1991 (344).  
 
The potential interaction of drugs or milk cytokines had been arising long time ago by 
Bocci (344) after reporting of a positive effect of low dose of interferon-α in HIV positive 
patients in 1987 (345). The administration of cytokines like interferon by the oromucosal 
route and its benefits have been reported in experimental animal and human research. 
Oromucosal administration of low dose Interferon-α/β has been provided to humans in 
different clinical situations including influenza outbreaks, acquired immune deficiencies, 
and chronic hepatitis (346-348). Currently, the Oromucosal route is increasingly 
considered as a desirable route for vaccination due to its potential ability to induce local 
and systemic immune responses (349, 350). Therefore, OPC was proposed as an 
immune modulator for preterm infants.  
 40 
 
It was hypothesised that administration of colostrum by the oropharyngeal route allows the 
bioactive components of colostrum to modulate the immune system and protect against 
infection by the following potential mechanisms (351-353):  
- inhibition of the attachment of microorganisms to the oropharyngeal mucosa by 
colostrum factors such as IgA, lactoferrin and oligosaccharides  
- absorption of bioactive components of colostrum by the oropharyngeal mucosa 
into the circulation 
- interaction and stimulation of the MALT by colostrum cytokines 
- prebiotic effect of colostrum factor such as oligosaccharides 
- anti-inflammatory effects of colostrum cytokines, PUFA and other factors 
- antioxidant effects of the various component of the mother’s colostrum such as 
lactoferrin, peroxidase and catalase. 
Administration of colostrum by the oropharyngeal route does not involve swallowing by the 
infant but allows colostrum instilled in the oral cavity to act locally and be absorbed by the 
buccal mucosa to modulate the infant’s immune system. Different terms have been used 
to describe the procedure like oral swabbing, colostrum oral care, buccal care, 
oropharyngeal colostrum, oral priming or swabbing, oral immune therapy and oromucosal 
but the principal hypothesis is identical.  
Recently emerging evidence has suggested the potential benefits of OPC on health 
outcomes for preterm infants (354-358). Research studies to date contain some significant 
drawbacks that limit generalisability, such as small sample sizes, inconsistent methods of 
application and the data are from retrospective or pilot studies. However, there are some 
studies with relevant results; in a retrospective study conducted after OPC was included in 
the care of preterm infants in the neonatal unit (353). A sample of 369 ELBW infants was 
evaluated for clinical outcomes before and after introducing OPC practice. The colostrum 
group commenced enteral feeding earlier than the pre-colostrum group and weighed more 
at 36 weeks. The authors speculated that exposure of the infants to growth factors in 
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colostrum might have promoted growth and function of the GIT, but there were no 
differences in day to full enteral feeds, the incidence of NEC and mortality between the 
two groups. However, this study included only ELBW infants, limited to gastrointestinal 
complications and potential confounders were not considered. Another observational 
study reported a trend towards reduction of positive tracheal aspirate and blood cultures 
after the implementation of colostrum for oral care in ventilated preterm infants (355). 
Lee et al. (356), in a RCT, reported an increase in urinary (SIgA, lactoferrin and IL-1β) and 
salivary (TGF-β and IL-8) immune factors within two weeks and a decline in the incidence 
of clinical sepsis with OPC versus sterile water. They suggested that OPC use in EXP 
infants (< 28 weeks of gestation) may have the potential to enhance the immune system 
of the sick preterm and prevent infection and mucosal inflammations; however, it was a 
very small RCT included only 48 infants. In 2016, another RCT (358) demonstrated that 
OPC was associated with a shorter hospital stay and a higher rate of breast milk feedings 
at discharge home with no significant difference in salivary immune peptides.   
1.13.2 Procedure for OPC administration 
OPC involves placing a small amount (0.2-0.5ml) of preferably freshly expressed 
colostrum over the buccal mucosa by syringing and gentle swabbing. Alternatively, a 
swab, soaked in colostrum can be used to coat the oral mucosa with colostrum. Previous 
studies have followed the procedure for OPC, which initially described by Rodriguez et al. 
(354). The procedure comprises placing the tip of a syringe filled with 0.2 ml of colostrum 
along the right side of the infant’s mouth and slowly delivering 0.1 ml of colostrum into the 
infant’s mouth directing posteriorly towards the oropharynx. While the syringe inside the 
infant’s mouth redirected to the left side, another 0.1 ml is delivered guided in the same 
manner (Figure 1.4), the oral mucosa then swabbed gently for a few seconds. OPC 
administration was started within the first 48 hours after birth and provided two hourly for 
48 hours (354).  
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In 2015, the protocol for OPC was updated that OPC to be started within the first 96 hours 
of life and administered two hourly for 48 hours followed by three hourly administration for 
a more extended period depending on the infant’s gestational age (359). Neonatal units 
(360-363) increasingly use OPC in the care of preterm, and ill neonates. However, there is 
no standard protocol for OPC administration and different methods have been used 
regarding the frequency, the volume of colostrum (fresh or frozen) per dose, duration of 
treatment, and the technique (syringe or swab) (356-358).  
 
Figure 1.4  Administration of colostrum by the oropharyngeal route 
Source: A: Lee et al. (356); B: Page et al (364).  
1.14 Rationale of the thesis  
 Although there have been massive advances in neonatal medicine and improvements in 
survival rates; preterm infants still carry a considerable burden of short and long-term 
morbidities including a high risk of invasive infections, and NEC (133, 134). Both of these 
conditions are particularly important because of their high prevalence and association with 
other long-term morbidities such as poor growth and adverse neurodevelopmental 
outcome (139, 365). They are also associated with prolonged hospital stays and 
significant rises in the cost of care, to hospitals, families and societies (47, 68) that 
rationalises more research into preventive measures and potentially cost-effective aimed 
at reducing the incidence of infection and NEC. The WHO reported that approximately 
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75% of prematurity-related complications could be overcome with cost-effective 
interventions, such as Kangaroo mother care for thermal care and support for 
breastfeeding and maternal antenatal steroids therapy in the preventions of respiratory 
distress syndrome (69).  
Premature infants have immature immune responses. Mother’s own colostrum contains 
many immunological and trophic factors that promote immunological and gastrointestinal 
maturity (185, 186). Many of these factors are present in higher concentration in colostrum 
than mature milk (264). Moreover, studies postulated that colostrum from mothers who 
delivered preterm infants has higher levels of immunological factors than colostrum from 
mothers with term infants (192, 201). Therefore, mother’s colostrum could be an 
appropriate immune therapy for infection control and improving outcomes for the preterm 
infants.  
OPC use in the first few days of life might stimulate the infant’s immune system and 
protect from infections and other conditions such as NEC (339), and improve the rate of 
breastfeeding (366). There are limited studies that addressed the effects of early OPC on 
health outcomes of preterm infants. Previous studies mostly included VLBW, ELBW 
or/and EXP infants (353). This thesis considered all preterm categories including 
moderate and late-preterm infants, who contribute to approximately 72% to 85% of 
preterm births (19, 62) and have a higher risk compared to full-term infants especially in 
long-term developmental outcomes (367, 368). To the best of my knowledge, no previous 
study has evaluated OPC in the UK, although, some neonatal units have adopted OPC in 
the care of preterm infants (360, 362, 369).  
OPC is a simple, easy and low-cost procedure, can be performed by nurses, doctors, 
caregiver, and parents. It does not require high technology equipment and no significant 
additional resources will be needed to implement OPC administration, which, if its efficacy 
and safety proved, could be adopted rapidly across neonatal services at a low cost that 
could be used in low and moderate-income sittings. OPC practice may also encourage the 
 44 
 
parents of preterm infants to have an active role in the care of their infants, which may 
have a positive effect on the feeling of helplessness experienced by the parents.  
Based on incidents occurring during early life, especially during the critical period of brain 
growth, may permanently influence health and wellbeing of later stages of life (331, 332, 
370); early action and preventive strategies are essential to impact on the burdens of 
diseases (68, 371). The WHO reported in 2014 that worldwide there were disappointing 
reductions in neonatal mortalities, and prematurity-related complications are the leading 
cause of neonatal deaths (71). WHO also highlighted that caring for preterm, LBW and 
sick newborn infants are crucial for reducing deaths, disability, and long-term 
complications, and considered neonatal deaths as a sensitive marker for effective health 
system (71). The ongoing challenges of preterm births emphasise the need for better 
understanding of this preventive intervention and its effects.  
1.15 Generic view of the thesis  
As described in this chapter, the broad benefits of mother’s milk are well known and the 
unique composition of mother’s colostrum indicates that its primary functions are 
protective and trophic. I am particularly interested in the protective benefits of colostrum 
and the potential impacts of providing mother’s colostrum during the early life on health 
outcomes of preterm infants.  
This thesis was conducted according to the University of Nottingham (UoN) Code of 
Research Conduct and Research Ethics (372) and the UK policy framework for health and 
social care research (373). All the studies included in this thesis were conducted at the 
UoN at the Division of Child Health, Obstetrics & Gynaecology (COG) and ethically 
approved by the Medical School Ethics Committee at the UoN. Where the study involves 
National Health Services (NHS), ethical approval was granted from the UK Research 
Ethics Service (RES). Human tissue samples were dealt with under the Human Tissue Act 




1.16 Hypothesis and aims 
1.16.1 Hypothesis  
Based on the protective properties of mother colostrum as potential immunotherapy, I 
hypothesised the following:  
- oropharyngeal administration is a useful route to deliver colostrum to preterm and 
sick infants. This route allows the bioactive components of colostrum to contact 
directly with the oropharyngeal lymphoid tissues to stimulate the infant’s immune 
system 
- OPC protects against infection and NEC, promotes infant growth and improves 
health outcomes of preterm infants 
- OPC could be implemented efficiently in neonatal practice.  
1.16.2 Aims of the thesis 
The aims of this PhD research were as follows: 
- to explore the current practice of OPC in the care of preterm infants in the UK 
- to collate the evidence regarding oropharyngeal administration of mother’s own 
colostrum in preventing mortality and morbidities of preterm infants 
- to evaluate the feasibility of providing colostrum by the oropharyngeal route to 
preterm infants in the UK 
- to assess the effects of OPC on the health outcomes of preterm infants.  
The subsequent studies were designed to achieve these aims as follows:   
Chapter 2:  Oropharyngeal administration of mother’s own colostrum to  
preterm infants: a survey of practice 
Some neonatal units adopted the practice of OPC administration as a part of the standard 
care for preterm infants as a potential preventive measure to reduce complications and 
improve growth and outcomes of the infants. This chapter describes the current use of 
OPC in the UK neonatal units by surveying neonatal professionals in the UK regarding 
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OPC administration in the care of preterm infants. Such surveys may provide reference 
standards and help health professionals to evaluate their practices.  Surveys also can 
highlight gaps in health practices; therefore, may guide further research.  
Chapter 3: Oropharyngeal colostrum in preventing mortality and morbidity in 
preterm infants: a Cochrane systematic review 
Based on the findings of a survey of the UK neonatal professionals (Chapter 2), OPC is 
increasingly adopted by the UK neonatal units and has been recommended by some 
neonatal professionals. To bridge the gap, I systematically reviewed currently available 
evidence on the use of OPC in the care of preterm infants. This chapter presents the 
results of a Cochrane systematic review and meta-analysis assessed RCTs investigating 
the effects of using OPC on health outcomes of preterm infants.   
Chapter 4: The impact of oropharyngeal administration of mother’s colostrum on 
the clinical outcomes of preterm infants: a case-control study 
A matched case-controlled study was conducted to evaluate the effects of OPC on short-
term health outcomes of preterm infants, in Nottingham neonatal units after the 
implementation of OPC for the care of preterm infants. Cases were preterm infants born 
before 32 weeks of gestation and received OPC during the early neonatal period. Controls 
were matched for; infant's sex, gestational age and the closet birth weight, and selected 
from those infants who were admitted to Nottingham neonatal units before the adoption of 
OPC administration. 
Chapter 5: Gut hormone responses to oropharyngeal administration of mother’s 
colostrum to infants in neonatal intensive care 
This study was conducted to investigate the response of a set of gut hormones to OPC in 
preterm and sick infants requiring neonatal intensive care.  Plasma samples from 
participant infants were analysed using Multiplex magnetic-beads immunoassay. This 
study was an observational, non-randomised comparison; compared infants who received 
mother’s colostrum by the oropharyngeal route (OPC group) during the early neonatal 
period with those infants who did not receive OPC (No-OPC group).  
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Chapter 6 Conclusion  
This chapter will summarise the key findings and consider the strengths and limitations of 






Chapter 2. Oropharyngeal administration of mother’s 
own colostrum to preterm infants: a survey of practice 
 
2.1 Chapter overview 
This chapter aimed to explore the current practice of oropharyngeal administration of 
colostrum (OPC) in the UK. Neonatal professionals make a good target population for 
gathering information about the care of newborn babies (375). It is within this context that 
the current study was designed as a survey to evaluate the practice of OPC and assess 
the knowledge, attitudes of the UK neonatal professionals towards the use of OPC in the 
care of preterm infants.  
2.2 Background  
OPC is a new additional route introduced to deliver colostrum to preterm infants and those 
who are critically ill and cannot tolerate enteral feeds during the early neonatal period.  
More details about OPC administration are described in Section 1.14.  The use of OPC is 
progressively increasing among neonatal units in different countries; some neonatal units 
have introduced the use of colostrum for oral care, and OPC (360, 361, 376, 377) with the 
aim of promoting infant’s immune function and protecting against infection and necrotising 
enterocolitis (NEC) (351, 352). However, neonatal units vary in their guidelines and 
strategies for using OPC. 
2.2.1 Surveys in research  
Surveys are commonly used in epidemiological studies, for service evaluations in health 
and to provide information for policy-makers (378, 379); they can also evaluate the 
attitude and beliefs of health care providers and may identify the knowledge gap (380).  
Surveys are a valuable tool for collecting information from a target population regarding 
their knowledge, perceptions, practices and expectations of a specific topic for research. 
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In surveys, a sample is selected to be representative of the population of interest to collect 
data for a particular study. Surveys can be conducted in multiple modes as, face-to-face 
interviews, via post, telephone or as an internet-based survey and they are classified into 
interviewer-completed and self-completed surveys (381, 382). Face-to-face and mail 
questionnaires have been the most widely used format in survey-based research (383, 
384).  
Each method of conducting a survey has advantages and limitations; the study topic, the 
targeted participants and the aims of collected information could guide the selection of the 
best method (382). For example, face-to-face interview surveys are flexible and might 
increase cooperation and response rates. However, this type of survey might be limited by 
interviewer bias, sample size and coverage of the target population and may induce 
anxiety, especially with sensitive questions (384). Additionally, they are less cost-effective 
and more time-consuming than postal and online surveys (385). Self-completed surveys 
are independently completed by the respondents; have the advantages of ease, less cost, 
quicker and wider distribution. Generally, surveys may contain questions which are 
considered unnecessary or misunderstood by the participants; therefore, the questions 
might be ignored by the respondents.  
Recently with the extensive use of the internet, there has been an expansion for the use 
of an online web-based survey especially in large sample research (386-389). Online 
surveys have the advantages of lower cost, faster distribute, more accessible to a specific 
and large population across a large geographic area (nationally and internationally) (390). 
Respondents could also complete the questionnaire at times convenient for them, as well 
as divide their responses over multiple sessions (391). Performing surveys by online self-
completion reduce the risk of reporting bias by decreasing the possibility of researchers’ 
influencing on the responses (384).  
However, online surveys may have lower response rates in comparison to paper 
questionnaires and interviews (392, 393). Through, the low cost and ease of sending 
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emails, online surveys offer the researchers a promising way to follow up non-
respondents by sending reminder emails (394). Criticisms of online surveys that are such 
emails could be perceived as junk mails and that they may also be influenced by 
technological variabilities such as the use of networks connections, browsers and 
computers’ configurations (391, 392).  
As this study was a survey of a clinical practice across the UK, an online web-based 
survey was chosen to achieve efficient distribution and response (381). Firstly, our 
targeted participants were neonatal professionals could be reached by emails (395). 
Secondly, this method offered the benefits of saving time, being cost-efficiency, 
practicality and that the responders directly completed their responses into the software, 
facilitating later data analysis. Furthermore, directing the responders to questions 
according to the previous answer given by the participant decreased the load of non- 
applicable questions presented to the respondents. The online survey also enabled the 
use of compulsory questions helping to reduce the risk of missing data and neonatal 
professionals could complete the online survey when it was convenient for them and 
across multiple sessions.  
2.2.2 Rationale of the study 
OPC administration is increasingly adopted by the UK neonatal units (360, 362, 369, 396, 
397) though it is not yet known whether using OPC in the care of preterm infants, will 
improve health outcomes and promote the growth of these vulnerable infants. A few 
studies have been conducted to assess this question with variable results.  
Considering the uncertainty about OPC use, and to the best of my knowledge following a 
comprehensive literature search, there are no published studies that focus on the practice 
of OPC in the UK.  A survey of neonatal professionals provides an initial step to assess 
OPC use in UK neonatal units. The results may provide important information to health 
services and decision makers and a step toward obtaining the required evidence for 
ongoing practices, informing future practices and providing a base for future research. 
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2.2.3 Hypothesis and aims  
The hypothesis was that most of the neonatal units in the UK did not use OPC for the care 
of preterm infants. I also hypothesised that those who are practising OPC in their units did 
not have a standard policy. 
This survey aimed to:  
- ascertain the use of OPC in UK neonatal units 
- determine the current practice of OPC such as patient characteristics and 
indications 
-  determine the variation in OPC administration 
- describe the knowledge and attitude of neonatal professionals in the UK regarding 
the use of OPC. 
2.3 Methods 
The study was approved by the Medical School Ethics Committee at the University of 
Nottingham: R16042015 SoM CHOG (Appendix1). 
2.3.1 Study design 
It was a prospective, cross-sectional study consisting of an online internet-based survey. 
A web-based structured questionnaire was designed and conducted using the Bristol 
online survey (BOS) software (www.survey.bris.ac.uk). Bristol online survey (currently 
Online surveys: www.onlinesurveys.ac.uk) is a useful tool designed for academic 
research, education and public sector organisations for creating online surveys of 
unlimited numbers for unlimited respondents. BOS is managed by the Joint Information 
Systems Committee (Jisc) (398), which is an organisation providing digital services for UK 
education and research. BOS is a practical, easy to use tool, entirely compliant with UK 
data protection and meets UK accessibility requirements. It was thought to meet the 
needs of this study; furthermore, the University of Nottingham offers free access to BOS 
to postgraduate research students within the university.  
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The questionnaire was designed to allow the potential respondents to complete the 
questionnaire online; therefore, a web-based design was chosen instead of an email-
survey (a questionnaire attached to an email).  
2.3.2 The questionnaire  
There was no previous survey focused on OPC administration; therefore, the 
questionnaire was developed based on a previous similar survey study that aimed to 
determine the practice of heated humidified high-flow nasal cannula oxygen in UK 
neonatal units (399). The previous survey was also a web-based survey, and it has been 
successful in collating data on clinical practice and perceptions from neonatal 
professionals. 
The survey was comprised of four sections (Appendix 2): 
- Section One; this section provided the participants with a summary of OPC 
administration and the objective of the study. It explained the nature of 
participation and that confidentiality would be maintained. The participants were 
directed to the next relevant question or section according to a designed route. 
Routing allows respondents to be directed through an online survey based on their 
answers. Routing can also help to branch the survey into sections that designed to 
specified groups of participants.  
- Section Two; completed by OPC users answering questions exploring the practice 
of OPC.  
- Section Three; was completed by those participants who were not using OPC.   
- Section Four; professionals’ information section, included questions such as job 
description and work experience. 
The questions were mainly closed-ended questions in a multiple choice format or single 
answers; this form of questioning facilitates completion of the survey and reduce variability 
between the respondents enhancing comparisons (400). Though, closed-ended questions 
may miss options that would be limited to the respondents; to minimise this possibility, a 
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response option of ‘Other’ was included.  Additionally, some questions were open-ended 
that allows the participants to comment on what they wanted in response to the question 
that had not been asked, or wanted to make it known. This type of question may prevent 
any potential understanding issues (400). However, open-ended questions are likely to 
take a longer time, particularly with such clinical professionals; therefore, they may lower 
the response rate. Furthermore, the unstructured format may introduce variability in 
coding the answers, that could affect the validity of the study (400).   
To ensure the effectiveness of the survey and to estimate how long it took to complete, 
colleagues (including; consultant neonatologist, research fellow, paediatrician, dietician 
and PhD students) in the Division of Child Heath, Obstetrics & Gynaecology (COG), at the 
UoN, piloted the questionnaire. Comments from this piloting process were used to revise 
the survey tool further. The adjusted questionnaire was then submitted to the ethical 
committee for approval. The approved questionnaire was sent to the neonatal 
professionals within the UK.  
2.3.3 Participants 
The targeted population was neonatal professionals from neonatal units in the UK, 
regardless of the level of the neonatal unit. Doctors and nurses were included in the study. 
The participants were identified via the British Association of Perinatal Medicine (BAPM) 
(401). BAPM is a non-governmental, professional association. It was founded in 1976 with 
the aim to improve and optimise the standard of perinatal care within the UK by providing 
support and advocacy for perinatal professionals, and babies and their families (402). 
BAPM also manages the UK neonatal networks web page, as well, it promotes and 
supports research and innovation in perinatal and neonatal medicine (402).  
Neonatal networks are clinically managed Operational Delivery Networks (ODNs) for 
neonatal services within the UK.  Neonatal networks were established in 2004 to provide 
neonatal care by clinically managed networks with the aim to reduce perinatal mortality 
and improve the quality of care (403). ODNs enable communication, share knowledge and 
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collaboration between neonatal units. Each network consists of a group of neonatal units 
according to the geographical area covered.    
The BAPM classifies neonatal units into three categories according to the level of care 
they provide (404).  
- Neonatal Intensive Care Units (NICUs), provide care for ill and unstable babies 
who need mechanical respiratory support (mechanical ventilation, continuous 
positive airway pressure (CPAP), low birth weight, preterm < 28 weeks of 
gestation, surgical care and any additional support such as central line insertion, 
and exchange transfusion. NICUs also provide high dependency and special care. 
- Local Neonatal Units (LNU), provide high dependency and special care for babies 
who need CPAP, parenteral nutrition, tube feeding and babies needing short-term 
intensive care (e.g. following apnoeic episodes). 
- Special Care Units (SCU), provide care for babies who require respiratory and 
cardiac monitoring, oxygen therapy, phototherapy, tube feeding and babies 
recovering from other levels of care. 
Neonatal networks in the UK were identified from a list available at the BAPM website that 
accessed April 2015 (www.bapm.org/neonatal-networks). The contact details of the 
neonatal network staff were ascertained from a list on the website of BAPM that provided 
an avenue to approach the potential study participants.  
2.3.4 The survey process  
Invitation emails explaining the purpose of the study were sent to the neonatal network 
staff (lead doctor, lead nurse, administrator or manager) to provide the contact details of 
the lead doctors and lead nurses of their corresponding neonatal units (Appendix 3). The 
invitation emails were followed by two reminder emails to those networks who did not 
provide contact details of their units.  
A list was prepared including lead doctors and nurses of neonatal units whose contact 
details have been provided by their neonatal network staff.  
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Emails with the survey link were sent to the lead doctor and nurse of each neonatal unit 
(Appendix 4). To improve the response rate, following the initial email launching the 
survey, three reminder emails (Appendix 4) were sent to potential participants at two-week 
intervals. Reminder emails can increase a survey response rate by about 33% (405). 
Telephone follow up was planned to approach those who did not respond to these 
approaches by completing the survey. However, trials of the phone calls were conducted, 
and it was found not feasible. To find those units who did not respond, the respondent 
units, which were identified through BOS software, were compared to the list of the 
neonatal units that have been identified via BAPM website (401). Phone numbers were 
found from the hospital website of each nonresponding unit. Those who responded to the 
telephone call (only 3 neonatal units) preferred the survey link resent rather than to 
complete it over the phone. The survey was launched on May 18th, 2015 and closed on 
October 30th, 2015. 
2.3.5 Data management  
- Participants completed their responses directly into the BOS software. The data 
were exported as anonymous Microsoft Excel and SPSS files for analysis. 
- The Statistical Package for Social Sciences (SPSS Inc., Chicago, IL, USA) version 
22 for Windows was used for the analysis. 
Descriptive statistics (frequencies and percentage) were used to analyse the responses of 
the survey. 
2.3.5.1 Ethical consideration 
2.3.5.2 Consent 
Participation in the survey was voluntary, and consents were not obtained. Completion of 
the online survey was taken as implied consent.  No payments or incentives were offered 
to the participants. 
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2.3.5.3 Safety considerations  
This survey did not include patients nor families. It included neonatal health professionals, 
was estimated to take the participants a maximum of approximately ten minutes to 
complete. 
2.3.5.4 Confidentiality  
The questionnaire was identified by the neonatal unit and not by individual respondents 
except for those who had provided their emails in response to an optional question (Q 
27.a “If you would like to join study research to assess buccal colostrum administration, 
please could you provide your contact details, if possible”).  Responses were not identified 
by individual and compiled together, and analysed as a group, this has been highlighted in 
the first section of the questionnaire.  
2.3.5.5 Data protection 
The survey administrator collected the data, which were stored by the research team 
securely in the Division of COG at the UoN during the data collection period, or their 
nominated replacement, for seven years or longer if needed. The anonymised electronic 
data were saved on a password-protected computer, provided by the UoN. Any personal 
data was dealt with according to the UK new General Data Protection Regulation (406) 




2.4 Results  
Almost all of the contacted neonatal networks had responded by providing the contact 
details of the lead doctors and nurses of their corresponding neonatal units. Of the 21 
neonatal networks who were contacted, 12/21 (57.1%) networks responded to the 
invitation email. Six networks (6/21 (28.5%)) responded to the first reminder email. Two 
networks (2/21 (9.5%)) responded to a second reminder email while one network did not 
provide the contact details of the lead doctors and nurses and requested that they send 





Figure 2.1  The study flow chart 




2.4.1 Survey response and sample characteristics  
A total of 267 neonatal professionals working in the UK neonatal units were sent the 
survey link.  Responses were received from 166/267 (62%) of the neonatal professionals 
who were surveyed (doctors: 80/166 (48%); nurses: 86/166 (52%), and 52% of them have 
been working in neonatal care for more than 20 years (Figure 2.2). It was not possible to 
precisely assess how many potential respondents viewed the survey link and did not 
complete the questionnaire.  
 
Figure 2.2  Respondents' length of work in neonatal care 
Response to the survey question: “Please state approximately how many years you have 
been working in neonatal care?”. Bar: percentage of responding units 
There were 41 duplicate responses (two responses from the same unit, one from the 
nurse and one from the doctor). Considering the duplicates; 166 responses represented 
125 neonatal units which accounted for 60% of 206 neonatal units in the UK according to 
data from the BAPM website, April 2015. Responses were received from almost all 
neonatal networks within the UK with variable rates (Table 2.1). Designation levels of the 






Table 2.1  Distribution of respondents units by neonatal network 
Neonatal network (BAPM, 2015) 
Responding units  
(n = 125) 
Network units  
(n = 206) 
Percentage 
(%) 
Central* 6 8 75 
Trent* 4 6 67 
East of England 11 17 65 
London: North Central & East 7 12 58 
London: North West London 3 7 43 
London: South 7 10 70 
Cheshire & Merseyside ≠ 5 9 56 
Greater Manchester ≠ 7 8 88 
Lancashire & South Cumbria ≠ 3 5 60 
South East Coast 6 13 46 
South West 10 12 83 
Southern West Midlands 6 10 60 
Staffordshire, Shropshire, & Black County 5 7 71 
Thames Valley & Wessex 11 16 69 
Yorkshire & Humber 12 19 63 
Wales 5 13 38 
North of Scotland 0 3 0 
South East Scotland & Tayside 3 6 50 
West of Scotland 5 8 63 
Northern 6 11 55 
Northern Ireland 2 7 29 
BAPM: British Association of Perinatal Medicine; *East Midlands Neonatal operational delivery 
network (ODN); ≠ North West Neonatal ODN 
 
Table 2.2  Level of respondent units versus UK neonatal units  
Unit level 
UK NUs* 
(n = 206) 
Respondent units 
(n = 125) 
Percentage 
(%) 
Neonatal Intensive Care Unit 61 51 84 
Local Neonatal Unit 88 57 65 
Special Care Unit 57 17 30 





Duplicate responses from the same unit were further reviewed to determine consistency 
among the respondents. There was a perfect agreement between duplicate responses 
received from the same unit (Cohen’s Kappa coefficient ranged from 0.71 to 1). 
Discrepancies were found only in two questions namely, “Do you have written guidelines 
on the use of oropharyngeal colostrum?” and “Do you document oropharyngeal colostrum 
on the infant's record charts?” (Section 2.4.3.4).  
Exclusion of one response from each duplicate was done randomly by the statistical 
software (SPSS). The data analyses that follow were carried out on a sample of 125 units 
except for questions considering individual perceptions that the analysis was conducted 
using the total responses (166 responses) as a dominator, Figure 2.1.   
2.4.2 Use of colostrum in the UK neonatal units 
According to responding neonatal unit lead doctors and nurses, almost all neonatal units 
used colostrum 120/125 (96%) when have been asked, “Do you administer colostrum to 
preterm infants in your unit?” 
Colostrum was administered to preterm infants by different routes. With the multiple 
options available for answering this question, many respondents gave more than one 
answer that reflecting the use of several routes by neonatal units (nasogastric tube (NGT): 
116/349 (33%); orogastric tube (OGT): 100/349 (29%); in the mouth: 96/349 (28%); bottle: 
37/349 (10%) responding units. 
Human colostrum was the only type of colostrum used in the UK neonatal units and the 




Figure 2.3  Type of Colostrum used 
Response to the survey question: “Which type of colostrum do you use?”   
Bar: percentage of responding units 
 
2.4.3 OPC administration in the UK neonatal units 
2.4.3.1 Use of OPC by the neonatal units 
Of the responding units that use colostrum 86/120 (71%) administer OPC to preterm 
infants. This accounts to 40% of the UK neonatal units. Out of the 86 units that use OPC; 
31/86 (36%) were NICU, 42/86 (49%) LNU and 13/86 (15%) SCU. OPC use has been 





Figure 2.4  Duration of OPC use by the neonatal units 
Responses to the survey question: “How long has it been since OPC administration was 
introduced in your unit?”  
Bar: percentage of responding units; OPC: oropharyngeal colostrum; m: month 
 
2.4.3.2 Patients characteristics and OPC administration  
Data about the use of OPC in preterm infants was analysed using the number of the units 
using OPC (86 units) as a dominator.  
2.4.3.2.1 Infant’s gestational age 
OPC was administered to preterm infants at different gestational ages, and many 
respondents gave more than one answer, which is probably because some units use 
more than one gestational age group. Approximately 50 % of the respondent units use 
OPC at any gestational age of the infants (Table 2.3). ‘Other’ criteria were answered by 
only five units (4%), and free texts were:  
- “It depends on the condition of the baby.”  
- “No specific policy but generally they are above 27 weeks.” 
- “No specific guideline but try to administer colostrum oropharyngeally to all under 28 
weeks or otherwise 'high risk for NEC' infants, e.g. <1000g, Absent /Reversed EDF.” 
- “31 weeks onwards.”  
- “Term babies.” 
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Table 2.3  Infant’s gestational age for OPC administration 
“Based on gestation in which group of preterm infants do you use oropharyngeal 
colostrum?” 
Gestational age 
      (GA) 
Responses  
(n=124) 
Respondent units using 
OPC (n = 86) (%) 
< 28 weeks 14 11 
28- <32 weeks 24 19 
32-<37 weeks 21 17 
Any GA 60 49 
Other 5 4 
n= number of responses; OPC: oropharyngeal colostrum; Any GA: all gestational age  
 
2.4.3.2.2 Infant’s birth weight   
Most of the responded neonatal units administered at any birth weight range (Table 2.4). 
Multiple answers reflect units who use several birth weight ranges for OPC administration. 
Table 2.4  Infant’s birth weight for OPC administration 
Responses to the survey question: “Based on birth weight, for which range do you use 
oropharyngeal colostrum?” 
Birth weight  
        (g) 
 Responses  
(n= 114) 
Respondent units using OPC 
(n = 86) (%) 
< 1000 10 9 
1000-1500 13 11 
1500-2000 10 9 
2000-2500 g 7 6 
Any weight 74 65 
n= number of responses; OPC: oropharyngeal colostrum 
2.4.3.2.3 Infant’s postnatal age  
Administration of OPC to preterm infants was commenced regardless of the infant’s 
postnatal age by about half of the respondent units. Once more, the multiple answers 
were probably reflecting units who administer OPC in several postnatal ages (Table 2.5). 
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Table 2.5  Infant’s postnatal age for OPC administration 
Responses to the survey question: “At what age of the baby do you commence 
administration of oropharyngeal colostrum?”  
Age of infant 
(hours since birth) 
Responses  
(n=119) 
Respondent units using OPC 
(n = 86) (%) 
Within 24 hours 37 31 
24 to 48 hours 19 16 
48 to 72 hours 4 4 
72 to 96 hours 3 2 
Any postnatal age 56 47 
n= number; OPC: oropharyngeal colostrum 
 
2.4.3.2.4 Infant’s clinical status to give OPC 
OPC administration had been used whatever the infant’s clinical status by 32/86 (37%) of 
the respondent units (Figure 2.5). ‘Other’ reasons for OPC not being given were reported 
by 12/86 (14%) units, and free texts were:  
- “No colostrum available (mother or donor)”. 
- “Maternal HIV”. 
- “Known Upper GIT- anatomical anomalies”. 
- “No guidelines/policy, it was personal practice”. 
- “NEC or surgical interventions”. 





Figure 2.5  Infant’s clinical status to give OPC 
Response to the survey question; “In which situation would oropharyngeal colostrum not 
be given?” Bar: percentage of responses; OPC: oropharyngeal colostrum; inotropes: 
intravenous infusion of inotropes; IC: intensive care; MV: mechanical ventilation; any 
clinical status: regardless of infant’s clinical condition. 
 
2.4.3.2.5 Infant’s feeding regimen and milk type 
Participants were asked about giving OPC with other feeding regimens, OPC 
administration had been used with variable feeding regimens i.e. trophic feeds (<1ml/kg/hr 
of milk): 24/86 (28%) units; enteral feeding (>1ml/Kg/hr of milk): 20/86 (23%); parenteral 
nutrition: 19/86 (22%); nil per oral stat: 12/86 (14%); nil via OGT/NGT: 11/86 (13%).  
OPC had been given to preterm infants receiving different types of milk; all milk options 
were used by 48/86 (56%), mother’s milk only 9/86 (11%), mother’s own milk combined 
with formula 21/86 (24%), and mother’s own along with donor milk 8/86 (9%). No units 
used donor human milk along with formula milk. Mother’s milk was, therefore, a 
requirement in all units for this feeding approach. 
2.4.3.3 Adverse effects associated with OPC administration 
Almost all the units that administer OPC (82/86 (95%) reported no significant adverse 
effects related to OPC administration whereas 4/86 (5%) reported adverse effects; one, a 
decrease in oxygen saturation (Spo2) to below 80%, and another 3 units reported both a 
decrease in SpO2 and bradycardia (heart rate below 100 beats/min), Figure 2.6. 
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2.4.3.4 OPC guidelines and documentation  
OPC administration had been mostly used without written guidelines or policies to follow 
69/86 (80%) units, Figure 2.6.  
In answering the survey question: “Do you have written guidelines on the use of 
oropharyngeal colostrum?”, discrepancies (where the nurse and the doctor responded 
differently) were found from only four units (4/86 (5%)) among duplicate responses. A 
reliability analysis using Cohen’s kappa statistics was conducted to determine consistency 
among duplicate respondents (408, 409). There was a moderate agreement between 
doctors and nurses, Kappa coefficient (ĸ) = 0.53 (p = 0.02).  
OPC administration was often not documented on the infant’s clinical record charts. 54/86 
(63%) of the neonatal units who were using OPC responded that they do not document it 
and 32/86 (37%) documented the OPC use on the clinical chart (Figure 2.6). 
Discrepancies were found between the duplicate responses from eight units (Kappa 
coefficient (ĸ) = 0.15; p = 0.4) which is considered a slight agreement (408, 409). The 
eight units with discrepant responses were excluded from the analysis for the variable; 
“documentation of OPC on the infant’s record chart”. Sensitivity analysis was also 
conducted by considering both responses of nurses and doctors. Based on the nurses’ 
responses, 49/86 (57%) of the units did not document OPC and 29/86 (33%) documented 
the use of OPC on the infant’s record chart. Considering the doctors’ responses; 51/86 
(59%) did not document OPC use and 27/86 (31%) documented the use of OPC on the 




Figure 2.6  OPC adverse effect, documentation and guidelines 
 Responses to the survey questions: 
“Have you experienced any adverse effects with the use of oropharyngeal colostrum?” (n 
= 86) 
“Do you have written guidelines on the use of oropharyngeal colostrum? (n = 82) 
“Do you document oropharyngeal on the infant's record charts?” (n = 78) 
 Documentation: recording OPC administration on infants’ charts; Blue bar: No; Brown 
bar: Yes; Bar: percentage of responses 
 
2.4.3.5 Individual perception towards OPC administration 
This section describes individual perceptions of neonatal professionals who administer 
OPC; these questions were analysed using the total respondents. 
2.4.3.5.1 The procedure of OPC administration  
Almost all OPC users (107/166 respondents) felt that it was easy to administer colostrum 
by the oropharyngeal route. However, they responded with different individual perceptions 
(Figure 2.7). 




























Figure 2.7   Ease of OPC administration 
Response to the survey question; “How easy is it to administer colostrum by the 
oropharyngeal route?” Bar: percentage of cases; OPC: oropharyngeal colostrum  
 
2.4.3.5.2 Recommendation of OPC use to other sites  
All the OPC users, 107/166 respondents (64%) recommended oropharyngeal colostrum 
as part of the standard care of preterm infants with variable levels of recommendation     
(Figure 2.8). 
 
Figure 2.8  Recommendation of OPC administration to other sites 
Response to the survey question: “Would you recommend OPC as part of the standard 
care of preterm infants?” Bar: percentage of responses; OPC: oropharyngeal colostrum  









2.4.4 Units not currently using OPC 
Of the 120 responding neonatal units that use colostrum, 34/120 (28%) units did not 
practise OPC administration (OPC non-users). Of these 34 units, 18/34 (53%) were 
NICUs, 12/34 (35%) LNUs and 4/34 (12%) SCUs. Data from the units not currently using 
OPC was analysed using the number of these units (34 units) as a dominator.  
2.4.4.1 Reasons for not using OPC  
Not being knowledgeable about OPC administration was the most common reason for not 
using OPC by those units who were not currently using OPC administration (Figure 2.9). 
“Other” was answered by 3/34 (9%) units, and they commented that “their units were 
SCUs and mostly admitted babies who can tolerate enteral feeding and were able to 
swallow”  
 
Figure 2.9  Reasons for not using OPC 
Response to the survey question: “Why are you currently not using oropharyngeal 
colostrum (OPC) in your unit?” Bar: percentage of responses.  
 
2.4.4.2 Use of colostrum by the units currently not using OPC  
Although the units who did not practise the administration of OPC, most of these units 
were giving colostrum to preterm infants down a gastric tube when asked “Do you give 
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colostrum down a gastric tube?”; 19/34 (56%) responded “mostly” and 11/34 (32%) 
“always” while 3/34 (9%) answered “sometimes” and 1/34 (3%) “occasionally”.  
Colostrum was given to preterm infants down a gastric tube regardless of the infant’s 
feeding regimen; 14/34 (41%) units give colostrum with trophic feeding, 12/34 (36%) 
enteral feeding, 7/38 (21%) parenteral nutrition and 1/34 (2%) units give it with nil by 
mouth or nil per oral status. These units were mostly administering mother’s own milk in 
the order that it is expressed when asked “Do you administer mother’s own milk in the 
order that it is expressed ?”; they answered; 29/34 (85%) “mostly”: 22/34 (65%); “always”: 
7/34 (20%); “sometimes”: 4/34 (12%); “occasionally”: (3%). 
2.4.4.3 Introduction of OPC by neonatal units currently not using it   
Of the 166 respondent neonatal professionals, 52/166 (31%) did not use the 
oropharyngeal route in their neonatal units, many indicated the intention to introduce it in 
the future (Figure 2.10).  
 
Figure 2.10  Introduction of OPC administration by units not using OPC 
Responses to the survey question: “If you are not currently giving oropharyngeal 
colostrum, how likely are you to introduce it in   the future?” Bar: percentage of responses; 




2.4.5 Interest in a research study 
Most respondents 106/166 (64%) indicated that they would be interested in joining a 
research study to evaluate oropharyngeal administration of mother’s own colostrum to 
preterm infants and provided their contact details. Table 2.6 presents the characteristics of 
the respondents.  
Table 2.6  Characteristics of the respondent professionals who were interested in 
research evaluating OPC administration  
Criteria Description 
Job title Doctors: 64/166 (39%); Nurses: 42/166 (25%) 
Years of work 
> 20 years: 52/166 (31%); 10-20 years: 41/166 (25%); 5-10 years: 
12/166 (7%) 
OPC use  Using OPC: 65/166 (39%); not using OPC: 41/166 (25%) 
OPC: oropharyngeal colostrum.  
 
2.5 Discussion 
2.5.1 Key findings  
Of the 267 neonatal professionals surveyed, 166 submitted completed questionnaire 
giving a 62% response rate, represented 125 neonatal units. The respondent units 
represented almost all neonatal networks within the UK (Table 2.1); this could enhance 
the generalisability of the survey findings. Responses were mainly received from NICU 
and LNUs, whilst, SCUs were poorly represented. In this type of survey, a response rate 
of 62%  is considered a good response (395). It is important to attain the highest 
achievable response rate to minimise non-response bias in health care surveys, and web-
based questionnaires (392, 410). Therefore, this survey was designed to avoid the 
reported problems of internet surveys. The target population was neonatal professionals 
who are expected to have easy access to email and are comfortable with this tool (411). 
To enhance the survey response rate three reminder emails were sent to the targeted 
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population, and almost all the neonatal units across the UK were approached to 
participate.  
 Administration of OPC was used by approximately 40% of UK neonatal units and, this is 
consistent with the international progressive increase in the use of OPC for the care of 
preterm infants (353, 355). OPC administration was mostly used by NICUs and LNUs 
whilst it was less used by the SCUs. This finding was expected as SCUs usually admits 
babies who can tolerate enteral/oral feeding (404), in contrast to the NICUs and LNUs, 
that admit more sick infants who cannot tolerate enteral feeding or infants who may 
tolerate enteral feeding by gastric tube and could have OPC as well. It could also be 
attributed to less responses from SCUs versus NICUs and LNUs.  
2.5.2 Practice of OPC administration in the UK  
Three-quarters of the respondent units practising OPC administration used it without 
written guideline and policy so that 76% of the OPC users had no pre-defined criteria for 
its use. This finding highlighted the need for the creation of guidelines and continuous 
evaluation and education.  
Based on the responding neonatal units that use OPC, OPC was administered for all 
gestational age, any birth weight, and regardless of the infant’s postnatal age, contrary to 
previous studies where OPC has mainly been used in extremely preterm and very low 
birth weight infants within the early postnatal period (353, 356, 412). The previous studies 
were observational and randomised controlled trials that focused mainly on the impacts of 
OPC on the health outcomes of preterm infants. However, these studies had small sample 
sizes and some drawbacks in their methodology, in particular, some were trials not 
blinded (356, 357). OPC was provided to preterm infants regardless of the clinical status 
and the infant’s feeding regimen which is comparable with other studies as OPC was not 
given as a part of feeding protocols (355, 357, 413).  
There was very likely to be marked variations in which babies were given OPC and in 
administration methods, as approximately two-thirds of the OPC users had no pre-defined 
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criteria or guideline for its use. This variability in the practice of OPC administration could 
result from OPC as a novel intervention recently implemented in UK neonatal units. As 
reported by the responding neonatal units, only one-third of the respondent units 
introduced OPC for more than four years whilst the others had introduced if from six 
months to less than two years. However, variation in neonatal practice is a well-known 
challenge in perinatal and neonatal care among units, regions and countries (414, 415). 
Interestingly, ninety-five per cent of the units using OPC reported that they were not aware 
of any significant adverse effects with the procedure. This finding is comparable with the 
results of previous studies that have explored the administration of OPC to preterm infants 
(< 32 weeks gestation) (353-355, 416-418). Despite, variation in the procedure of OPC 
administration between these studies (some using the syringe technique described by 
Rodriguez et al. (352, 417, 419) and others used a swab for OPC application (413)), they 
have consistently reported no adverse effects related to the OPC procedure. This finding 
suggests that OPC is potentially a safe intervention, which could be used in the care of 
preterm infants. However, this study and the previous studies were not designed nor 
powered to assess the safety of this new intervention. Another important finding in this 
survey was that 83% of neonatal professionals surveyed reported that administering 
colostrum by the oropharyngeal route was easy. This clinical survey demonstrated 
uncertainty about OPC use in UK neonatal units and highlighted the knowledge gap in this 
specific intervention. 
2.5.3 Perception of neonatal professionals towards OPC 
The neonatal professionals responding to the survey would highly recommend OPC use 
as part of the standard care of preterm infants as reported by those surveyed (92% of 
OPC users highly recommended OPC use for other sites). Similarly, 62% of those who do 
not use OPC were planning to introduce it in their units. Moreover, they reported that lack 
of knowledge (46%) and lack of guidelines (28%) were the reasons for not administering 
colostrum by the oropharyngeal route. These findings highlighted the need for education 
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and written guidelines and also that who respond are more likely to be engaged with the 
OPC use. 
Despite the lack of high-quality evidence to support the use of OPC in the care of preterm 
infants, there is a progressive increase in the use of OPC within neonatal units. The 
progressive increase in the use of OPC, in neonatal units, might be driven by engagement 
of the neonatal professionals with the protective effects of mother’s colostrum and its 
potential benefits for preterm infants (137, 193, 420, 421) and the suggested feasibility of 
OPC use in preterm infants especially in those infants who are not able to tolerate enteral 
feeds (353-355, 358, 422). The focus on improving the health outcomes of preterm infants 
may also encourage the use of a potentially safe and cost-effective intervention, which 
does not require any advanced technology.  
2.5.4 Strengths and Limitations  
To the best of my knowledge, there was no previous study have explored the practice of 
OPC administration within the UK neonatal units. Besides, no studies have focused on the 
perceptions, attitudes of neonatal professionals or parents/caregivers towards the use of 
OPC in preterm infants. Some previous surveys focused on the knowledge, attitude and 
practice of mothers towards colostrum and breastfeeding (423-426). This survey provided 
data about the use and perception of OPC by obtaining information from neonatal 
professionals within the UK neonatal units. 
The study covered several aspects of using OPC in the UK, including practices of OPC 
and the professional knowledge and perceptions toward it, enabling the evaluation of 
many fundamentals related to the OPC use within neonatal units. Moreover, opinions 
were sought from both doctors and nurses. In neonatal practice, feeding and OPC 
administration, and documentation in the infant clinical charts, are often a nursing 




This survey had some limitations, which include that as a survey, the results may indicate 
self-reported experience and not describe actual practice. The findings of this study reflect 
the knowledge and attitude of neonatal professionals who participated in the survey and 
could not necessarily be generalised to all neonatal units in the UK due to a possible 
nonresponse bias that is expected in any survey study (427). No differences between the 
respondents and non-respondents were predicted assuming nonresponse was at random 
as all the surveyed professionals were lead doctors and lead nurses of neonatal units 
(428). However, the non-respondents may have different practice and perceptions 
towards OPC administration to preterm infants.  
Reporting bias could have emerged as those neonatal units who do not use OPC were 
more represented among the non-respondents. However, to enhance the response rate, 
every effort was made in the form of three reminder emails that followed by telephone 
follow-up. Contrary to interview surveys, as a self-completed questionnaire, potentially 
biased questions may have been included; however, this should have been minimised by 
piloting the questionnaire.  
Another limitation of the study may have been the identification and verification of the 
participants’ contact details such as error messages were received saying “invalid email 
address” or the participants are no longer working in the National Health Services (NHS). 
Moreover, emails may not have reached target participants from either automatic blocking 
or the survey email received as a junk email or not precedence for some clinicians 
working to assist patients in very busy neonatal units (390).  
Additionally, duplicate responses were received from some of the responded neonatal 
units with discrepancies between doctors and nurses in answering certain questions that 
raises concern about the ability of the survey to capture the actual use of OPC within the 
unit. However, units with discrepancies in specific questions were excluded from the 
analysis of those questions and reliability analysis was conducted, which showed, 
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generally, there was a good consensus relating to OPC administration among doctors and 
nurses from the same neonatal unit. 
2.6 Conclusion 
This study has shown that: 
- OPC has been introduced into UK neonatal practice despite a lack of high-quality 
evidence regarding its use.  
- OPC administration varies among UK neonatal units. OPC was frequently used 
without written guidelines or policy. The variation in the use of OPC by the UK 
neonatal units, reported in this survey indicates a need for the development of 
clinical guidelines and policies to practice OPC administration. 
- Administering colostrum by the oropharyngeal route appears to be an easy and 
practical procedure that is well tolerated by preterm infants. This observation might 
be reassuring to those neonatal units considering using OPC.  
- More research is needed to assess the safety, and efficacy of OPC administration 




Chapter 3. Oropharyngeal colostrum in preventing 
mortality and morbidity in preterm infants: 
Cochrane systematic review 
 
3.1 Chapter overview 
Based on the findings of a survey of the UK neonatal professionals (Chapter 2), 
oropharyngeal administration of mother’s colostrum (OPC) is increasingly adopted by 
neonatal units and recommended by neonatal professionals. To bridge the knowledge 
gap, I systematically reviewed currently available evidence on the use of OPC in the care 
of preterm infants. This chapter presents a Cochrane systematic review and meta-
analysis assessing the available randomised controlled trials (RCTs), which have 
evaluated the effects of OPC in preventing mortality and other morbidities in preterm 
infants. The review was published in the Cochrane Database of Systematic Reviews 
(CDSR) (429).  
3.2 Background  
3.2.1 Evidence-Based Medicine (EB-Medicine) 
Evidence is the information used in making conclusions and can be strong or weak 
depending on the quantity and quality of the source. EB-Medicine involves the explicit 
integration of reliable, objective, critically evaluated, high-quality evidence with clinical 
experience and patient’s preferences, by systematically searching the best existing 
medical and clinical research (430). EB-Medicine aims to improve the quality of 
healthcare by ensuring health care decisions are taken by incorporating the clinical 
practices, patients’ preferences and their clinical circumstances, societal expectations 
and the best available evidence from research relevant to the clinical problems (431). 
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Furthermore, utilising an EB-Medicine approach keeps healthcare professionals up to 
date with the growing medical research. The practice of EB-Medicine follows basic 
steps (430, 432): 
- translating clinical issues into answerable questions,  
- finding the best evidence, 
- critically appraising the available evidence for internal and external validities, 
- assessing the applicability of the results, making decisions and incorporating into 
practice, 
- evaluating the performance of the applied strategies regularly (433).     
3.2.2 Systematic reviews  
Health-care professionals commonly use review articles as a summary of evidence for a 
specific medical topic (434). There are two types of literature reviews; narrative and 
systematic. Narrative reviews are generally subjective, deal with an overview of a 
particular topic, and frequently have no predefined inclusion criteria for studies selection, 
and they typically do not explicitly describe their methodology. Therefore, they have a high 
risk of bias (435).  
Systematic reviews are a form of secondary analysis that focuses on a specific question, 
use predefined inclusion criteria, and precise, structured methods for searching and 
critically appraising primary studies for the review question, resulting in a synthesised 
summary of the available literature (435). They, therefore, produce findings that are more 
objective by evaluating the consistency and generalisability of the studies, which could not 
be apparent in individual research or narrative literature reviews.  
Moreover, systematic reviews often include quantitative meta-analysis, which limits bias 
and may improve the power and precision of conclusions (436). Systematic reviews can 
be conducted to answer questions related to healthcare issues, such as interventions, 
prevention, diagnosis, adverse effects and diagnostic tests, and may also identify a new 
hypothesis, suggest further research and resolve conflicting bodies of evidence (437). The 
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primary objective of the systematic review is to help people decide about a specific issue 
(438); therefore, reviewers should consider who will use the results of the intervention 
studied. There are essential steps for conducting systematic reviews including the 
followings (439): 
- A focused review question should be defined. 
- A comprehensive search of available databases. 
- Selection of primary studies. 
- Data extraction and analysis. 
- Assessment of studies’ quality. 
- Synthesis of the results of included studies.  
-  Interpretation of the results and reporting.  
Systematic reviews have been criticised because of potential publication bias (publication 
of research with positive results and non-publication of trials with negative or null results), 
reporting bias (selective reporting of outcomes with favourable results), validity of the 
studies and knowing the findings of potential studies (440). Conclusions of systematic 
reviews thus need to be cautiously interpreted and integrated with practice (441).   
3.2.3 Randomised controlled trials 
There are many designs used to conduct clinical research, such as RCTs, non-RCTs, 
quasi-control, cross-sectional and longitudinal observational studies. These designs differ 
in their power to investigate the effectiveness of interventions. A principle of EB-Medicine, 
therefore, is to rank studies at different strengths according to their design in a “hierarchy 
of evidence” (442). Since the introduction of EB-Medicine, several versions of the 
hierarchy of evidence have been described (443, 444), and most of them indicate which 
study designs should be more potent in answering a research question but there is no 
universal standard hierarchy (445). RCTs and systematic reviews and meta-analysis were 
placed at the top of the pyramid (445, 446). Although hierarchy of evidence, for instance, 
the Oxford Centre for Evidence-Based Medicine 2011 Levels of Evidence (447), presents 
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a useful tool to find the most rigorous evidence for many clinical questions,  the definitive 
assessments of the quality of the evidence are not provided. It has been argued that using 
hierarchy overlooked the potential risk of bias in RCTs and systematic reviews (448). It 
might also reduce the use of judgment by systematic review authors (449). Therefore, 
critical appraisal of the evidence is essential to evaluate the validity and strength of 
recommendation of evidence when making decisions. Evidence should not be thought 
valid because it is a systematic review of RCTs but appraising the systematic review can 
be considered specifically for issues related to the validity of the review studies, the size 
and precision of the effect of the assessed intervention and the applicability of the findings 
(435).   
RCTs are considered the gold standard design for healthcare interventions (435). 
However, RCTs are also prone to bias in the methodology, during analysis and reporting 
of the trials (450), such as failure to conceal allocation and blind, loss to follow-up, 
inappropriate consideration of the intention-to-treat principle, stopping early for benefit and 
selective reporting of outcomes according to the results. Nevertheless, observational 
studies were placed down in the hierarchy of evidence; these study designs can be more 
appropriate for evaluating potential adverse effects, long-term outcomes and diagnostic 
tests (451) 
3.2.4 Meta-analysis  
Meta-analysis is a statistical method used to combine data (considered to be combinable) 
from different studies for synthesising estimates of outcomes. The data are pooled 
quantitatively and reanalysed using a specific statistical method with the aim of producing 
results that provide more consistent evidence from across numerous studies (452). Meta-
analysis has the potential for increasing the statistical power, improving precision, 
answering questions not proposed by individual studies and resolving disagreements from 
conflicting statements (453). In meta-analysis, the effect of an intervention is reported as a 
point estimate and its 95% confidence intervals (CI) along with the exact P value for each 
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study included (453), as they are helpful for assessing the clinical usefulness of 
intervention (454). Meta-analysis estimates the magnitude of the effect of an intervention, 
establishes the direction of the effect and investigates the consistency of the effect across 
studies but does not provide information concerning the strength of evidence  (435, 453). 
The Forest plot provides a visual presentation of the data that being pooled into the 
analysis, an overall summary estimate of the results, the degree of variability across 
studies and the risk of bias in each study (455). Whilst, meta-analysis is increasingly used 
to present health care evidence, meta-analyses of separate studies can be misleading, 
especially if within study bias and reporting biases are not carefully considered (456). 
Therefore, reviewers should be transparent about the main question that the trials are 
addressing.  
3.2.5 Cochrane systematic reviews (CSRs) 
The Cochrane Collaboration was founded in 1993 as a collaborative centre with the aims 
of creating and maintaining a database of up-to-date systematic reviews of RCTs of health 
care interventions that can be accessed through electronic media (457, 458). It was titled 
in honour of the British epidemiologist Archibald Cochrane who endorsed the importance 
of RCTs as evidence for medicine collaboration in 1979: “It is surely a great criticism of 
our profession that we have not organised a critical summary, by speciality and 
subspecialty, adapted periodically, of all relevant randomised controlled trials” (459). 
CSRs are acknowledged as one of the best sources for healthcare professionals to obtain 
evidence in an accessible and robust format for practice in medicine (460, 461). 
Therefore, they primarily focus on the search of RCTs of the effects of interventions (or 
diagnostic test accuracy) (462), as RCTs are more likely to yield unbiased results about 
the effects of interventions than other review methods (463). Non-randomised studies can 
be included especially if RCTs are not available and if evidence could not be obtained 
from RCTs, such as rare and long-term outcomes, or in consideration of the safety of 
intervention (464).  
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CSRs use a standard, rigorous method to reduce bias to provide the best and most 
current evidence to guide decision-making (463, 465). Cochrane adopted the approach 
developed by the Grading of Recommendations Assessment, Development and 
Evaluation (GRADE) Working Group (443, 466) to transparently assess and classify the 
quality of evidence (467). GRADE is an organised and transparent process for creating 
and reporting summaries of evidence for systematic reviews and recommendations in 
healthcare and is perceived as the most effective approach that links assessments of the 
quality of evidence to clinical recommendations (467). It differentiates between the quality 
of evidence and the strength of a recommendation in practice. The GRADE approach has 
been adopted by many organisations such as the World Health Organization (WHO), 
American College of Physicians, British Medical Journal (BMJ) Clinical Evidence and the 
UK National Institutes of Health and Care Excellence (443, 468, 469). The evidence is 
then combined and analysed to provide robust, explicit recommendations that can be 
appropriately used to inform clinical practice.   
Moreover, CSRs are maintained in the CDSR within the Cochrane Library and regularly 
updated to monitor the emergence of new evidence (470). This electronic publication 
facilitates search and contribution across the world. CSRs can also assist with patient 
care in places which are resource poor and cannot undertake full, robust evidence 
reviews because of lack of expertise and access to medical journals. Free access is 
available for users from countries classified as low-or middle-income by the World Bank 
(460).  
CSRs have been criticised for often being inconclusive (471); however, such reviews can 
still be beneficial by highlighting areas of research where further studies are required. 
Others argue that CSRs can under-estimate reporting bias, which is influenced by their 
conclusion (472). However, Cochrane regularly updates its methodology to ensure that 
CSRs are a high-quality source of evidence (473). Another criticism is that review titles 
are added according to the preference of the reviewers not based on the needs of public 
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health. Nevertheless, review authors are divers in term of being worldwide volunteers from 
different backgrounds including health professionals, researchers and consumers (460).  
3.2.5.1 Process for conducting CSRs    
The process of conducting CSR starts at registration of the title to prevent duplication and 
ensure relevance and practicability of the proposed question to health care. A well-
formulated review question will also direct other stages of the review process, such as 
specifying eligibility criteria, planning the search strategy to search for studies, defining 
and collecting data (474).  Registration is followed by the preparation of the protocol, 
which is submitted for peer review and publication. Authors then start searching and 
analysing the results. Next authors are draft review and submit it for peer review and 
publication. The published review should be periodically updated. 
3.2.5.2 Methodology of CSRs 
Cochrane has developed a standard method for conducting systematic reviews (463). 
CSRs have a uniform structured format to help readers to find the results of research 
rapidly and to evaluate the validity, applicability and implications of the finding, ensure 
explicit and concise reporting of the reviews and minimise reviewers’ effort, facilitates 
electronic publication and regular update of reviews and allows the conductions of 
overviews reviews (475). Review Manager (RevMan) (476) is a required software to use 
when preparing protocols and conducting reviews (475). In 2016, Cochrane introduced 
updated standards for conducting and reporting CSRs (Methodological Expectations of 
Cochrane Intervention Review (MECIR)) (473) to ensure transparency in interpretation 
and representation of the reviews at the highest possible quality, which is crucial to inform 
clinical practice and health policy decisions. The CSRs are conducted following 
fundamental steps; further details of the steps are given in Section 3.3 and Table 3.2 
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3.2.6 Rationale of the review  
OPC in the first few days of life is a new intervention that it has been proposed as a route 
to deliver the benefits of colostrum to preterm infants (339, 413). OPC being widely 
introduced as it may offer potential benefits which may, or may not, outweigh the extra 
work that OPC administration requires (360, 361, 396, 397). Further discussion of OPC is 
given in Section 1.14.   
A systematic review of the evidence, to identify benefits and harms, might be useful 
evidence before recommendations can be made for, or against, OPC. This review was the 
first Cochrane review evaluating OPC use in preterm infants. The proposed review 
question was assessed by the Cochrane Neonatal Group (CNG) to identify duplication 
and overlap with other systematic reviews.  The importance and priorities of the review 
question were based on the global burden of diseases. There is one systematic review 
(413) that reported the safety and feasibility of OPC with unclear effects on the health 
outcomes of preterm infants. However, the previous review included studies with different 
study designs; RCTs, observational, cross-sectional and longitudinal studies and clinical 
audit. Additionally it was a qualitative analysis and did not involve a quantitative meta-
analysis (413). The review presented in this chapter included only RCTs, the gold 
standard for clinical research and in E-B-M (477) with recognition of the limitations and 
disadvantages of RCTs (442, 448).  
This Cochrane review was conducted to collate the existing evidence to assess whether 
early OPC safely prevents mortality and morbidity in preterm infants. It was anticipated 
that in the presence of sufficient evidence, an evidence-based recommendation could be 
made for the use of OPC in preterm infants during the neonatal period.   
The review question was, therefore “is OPC compared to controls, effective in preventing 
mortality and morbidity and improving outcomes for preterm infants?”  
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3.2.7 Objectives of the review 
3.2.7.1 Primary objective  
To evaluate the effect of early (during the first 48 hours of life) oropharyngeal 
administration of mother’s own colostrum on morbidities, including NEC, late-onset 
invasive infection and mortality in preterm infants compared to control.  
3.2.7.2 Secondary objectives  
To assess studies for evidence of safety and harm such as aspiration pneumonia. 
To compare the effects of early OPC versus no OPC, placebo, late OPC (after 48 hours of 
life), and nasogastric colostrum.  
3.3 Methods   
This review followed the MECIR and the guidance of the CNG (478). Dr Amna Widad 
Nasuf (AN, author of this thesis) was the principal reviewer; Dr Shalini Ojha (SO) and Dr 
Jon Dorling (JD) were co-reviewers. 
Before conducting the systematic review, a review protocol was written by AN and edited 
by SO and JD. The review protocol was published in the CDSR (479). Publication of the 
protocol before undertaking the review reduces the effect of authors’ biases and the 
potential for duplication. Additionally, an electronic publication of the protocol in the CDSR 
(480), enables users to forward their comments, permits peer review of the planned 
methods and enhances transparency (481).  
3.3.1 Eligibility criteria  
Studies have only been included if they met the pre-set criteria and measured at least one 
of the pre-specified outcomes. 
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3.3.1.1 Types of studies   
Published RCTs where the unit of randomisation was the infant or cluster randomised 
trials where the neonatal unit was the unit of randomisation were considered for this 
review. Quasi-randomised or non-randomised trials such as controlled before and after 
studies were excluded. The review was not limited to any particular region or language. 
This review also included unpublished data (as recommended by Cochrane) to reduce 
publication bias which has an important influence on the validity of the review (440). 
Whilst, the inclusion of unpublished data may introduce bias (data are not peer reviewed), 
it has been widely supported by many of review authors (482) and journal editors (483).  
3.3.1.2 Participants   
Trials were only considered if they enrolled preterm infants (less than 37 weeks’ gestation) 
receiving care in any neonatal unit.  
3.3.1.3 Interventions   
Studies were included if they involved OPC to preterm infants in the first 48 hours of life. 
OPC usually involves the instillation of a small amount of colostrum (0.1 to 0.5 ml) inside 
the cheeks of the infant by oral syringe or using a sterile swab soaked with colostrum 
(352). The procedure was usually given every two to three hours within the first 48 hours 
of life. This review considered trials that used OPC by any regimen and technique such 
as, instillation by a syringe, direct application to the oral mucosa by swab or any other 
ways such that the fluid is absorbed by the oral mucosa. OPC procedures could also be 
described by different terms such as oral care, oral swabbing oral colostrum, oromucosal 
route, oropharyngeal or/and oral immune therapy. 
The following interventions were included:  
- Administration of fresh or frozen/thawed OPC to preterm infants in the first 48 
hours of life, irrespective of when enteral feeding is introduced, type of milk or feed 
advancement regimen is used for enteral feeding. 
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- Colostrum instillation inside the infant’ s cheeks by oral syringe or by gentle 
application over the tongue, around the gums, and along the lips using a swab or 
sponge soaked with a small amount of colostrum (0.1 to 0.5 mL), at least once and 
usually repeatedly in the first 48 hours of life. 
- Any procedure for OPC administration by which colostrum could be absorbed by 
the oral mucosa. 
3.3.1.4 Comparison  
This review considered trials, comparing early OPC versus sham administration of water, 
oral formula, or donor breastmilk, or no intervention. Trials comparing OPC versus 
nasogastric or nasojejunal administration of colostrum were also considered.  
The following comparisons were planned:  
-  Early OPC, defined as OPC commenced before 48 hours of age, versus sham 
administration of water, oral formula, donor breast milk, or no intervention. 
-  Early OPC versus early colostrum administration by nasogastric (NGT) or 
nasojejunal (NJT). 
-  Early OPC versus late OPC, defined as OPC commenced after 48 hours of age. 
However, the review search did not retrieve any study that compared early OPC versus 
colostrum administration by NGT/NJT, nor versus late OPC, therefore this review only 
compared early OPC versus sham administration of water, normal saline, oral formula, 
donor breast milk, or no intervention. 
3.3.2 Outcome measures   
3.3.2.1 Primary outcomes   
- Incidence of NEC (Bell’s stage 2 or 3 (167)) until discharge to home. 
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- Incidence of microbiologically confirmed LOI until discharge to home with LOI 
defined as positive blood or cerebrospinal fluid culture for microbial infection after 
72 hours of life (174). 
- Death before discharge to home. 
3.3.2.2 Secondary outcomes   
- Days to full enteral feeds. 
- Length of hospital stay (days) from birth to discharge home. 
- Pneumonia (defined as chest X-ray changes/treated with at least five days of 
antibiotics) before discharge to home. 
- Formally reported adverse effects (e.g. aspiration, gagging/choking on 
administration, bradycardia, desaturation, increase in oxygen requirement, 
disturbances in vital signs) between the start of the intervention and discharge 
home. 
- Chronic lung disease (defined as the need for oxygen supplementation at 36 
weeks’ postmenstrual age).  
- Retinopathy of prematurity (all stages and severe stage > 2). 
- Weight gain from birth to discharge home (using weight percentiles or Z-scores) 
and time to regain birth weight. 
- Days of parenteral nutrition before discharge to home. 
- Days of antibiotic therapy before discharge to home. 
- Rate of receiving any breast milk at discharge to home. 
- Rate of receiving only breast milk (and not formula) at discharge to home.  
- Death in the first year of life. 




3.3.3 Search methods for identification of studies   
3.3.3.1 Electronic searches 
The criteria and standard methods of the CNG were used for the search strategy (484). 
The first search was conducted in March 2015, repeated in September 2015 and April 
2016. NA updated the search in August 2017. 
A comprehensive search was conducted using bibliographic databases, which are related 
to health care: Cochrane Controlled Register of Trials (CENTRAL) 2017, Issue 8 in the 
Cochrane Library; Medical Literature Analysis and Retrieval System Online (MEDLINE) 
via PubMed (1966 to August, 2017); Excerpta Medica Database (EMBASE) (1980 to 
August, 2017); and Cumulative Index to Nursing and Allied Health Literature (CINAHL) 
(1982 to August, 2017) using the following search terms: (colostrum, 
oropharyngeal*colostrum, oral*care), plus database-specific limiters for RCTs and 
neonates (Appendix 5). Clinical trials registries were also searched for ongoing or recently 
completed trials (clinicaltrials.gov, the World Health Organization’s International Trials 
Registry Platform and the International Standard Randomised Controlled Trial Number).  
3.3.3.2 Searching other resources   
An additional search was conducted using the proceedings of the annual meetings of the 
Paediatric Academic Societies (1993 to 2017), the European Society for Paediatric 
Research (1995 to 2017), the Royal College of Paediatrics and Child Health (2000 to 
2017), the Perinatal Society of Australia and New Zealand (2000 to 2017) and the 
National Association of Neonatal Nurses. The reference lists of the included studies and 
published reviews, which are usually appropriate sources (485), were also used for finding 
relevant studies. 
Trials reported as abstracts only were eligible if sufficient information to fulfil the inclusion 
criteria was available from the abstracts, or their authors. Authors of completed and 
unpublished trials were contacted to provide additional information.  
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3.3.4 Data collection and analysis 
3.3.4.1 Selection of studies   
The standard process recommended by the Cochrane Handbook was followed (Chapter 7 
(486)). To ensure transparency and enhance detection of errors, two reviewers (AN and 
SO) independently screened the title and abstract of all articles retrieved through the 
above search. Studies, which did not consider early OPC and those not described as 
RCTs were excluded (Table 4.1).  
AN and SO independently assessed the full text of potential articles selected by the 
principal reviewer (AN) to determine which studies were eligible for inclusion and 
consideration of duplicate reporting of the same trial. As studies might be reported in 
different articles or abstracts, a review search may retrieve several reports for potentially 
relevant studies. Therefore, identification of duplicate publications of the same study is a 
vital step in selecting studies for inclusion in the review; as inadvertent multiple inclusion 
of studies can introduce significant bias in the meta-analysis (487). Duplicate reports were 
identified using the name of the authors, numbers of participants, date, duration and 
setting of the study, intervention details and baseline characteristics of participants. Any 
disagreements were settled by discussion until consensus was reached and with 
adjudication as needed by the third author (JD). The process of selecting eligible studies 
was presented using the Preferred Reporting Items for Systematic reviews and Meta-




Figure 3.1  Preferred Reporting Items for Systematic reviews and Meta-analysis 
(488)  
 
3.3.4.2 Data extraction and management 
Data were extracted independently by AN and SO, and compared. Discrepancies were 
resolved through discussion and by involving JD. NA modified the Cochrane data 
collection form template based on the review eligibility criteria and outcome measures.  
The following data were extracted from each study:  
- Study ID, trial authors and their contact details. 
- Method of the research (design, duration of the trial, the setting of the trial, 
sequence generation, allocation concealment, blinding). 
- Participants (total number, gestational age, sex, country, socioeconomic & ethnic 
group, diagnosis and status). 
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- Intervention (number, time, technique, dose and duration, any additional 
interventions). 
- Outcomes (time of outcome, reporting method, effect size). 
The study authors were contacted for clarification of unclear data and any additional 
information when necessary. 
AN entered the collected data into the RevMan software version 5.3  (476) which is the 
software mandated by the Cochrane Collaboration for reviews under its protocols. The 
included studies were presented as a ‘characteristics of included studies’ table. 
3.3.5 Assessment of risk of bias in included studies 
As data from studies vitally influence the finding of a systematic review, assessment of the 
validity of included studies is a fundamental component of a CSR. There are two types of 
validity, external and internal. External validity refers to generalisability and applicability of 
the study results in other populations. Internal validity refers to the confidence in any 
causal associations between the variables and is determined by how the study minimises 
systematic bias (489). Risk of bias (ROB) assessment strengthens the relationship 
between the features of the study design and their potential impact on the results of the 
trial. The Cochrane ‘Risk of Bias Assessment Tool’ (490)  was used to evaluate the 
methodology and ROB of the included studies; the tool has been implemented in RevMan 
software. AN and SO separately assessed the ROB for all included studies. Any 
disagreement was resolved by discussion or by consultation with JD.  
For each study, the following sources of bias and their related domains were evaluated 
and presented in the ‘Characteristics of included studies’ table:  
- Selection bias (Random sequence generation and Allocation concealment). 
- Performance bias (Blinding of participants and care providers).  
-  Detection bias (Blinding of outcome assessors); the methods used to blind 
outcome assessors from knowledge of which intervention a participant received. 
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- Attrition bias (Incomplete outcome data assessment through withdrawals, 
dropouts, or protocol deviations). Completeness was classified according to the 
percentage of missed data. 
- Reporting bias (Selective outcome reporting).  
- Other biases, any important concerns about other possible sources of bias that 
could put it at high risk of bias were defined (for example, whether there was a 
potential source of bias related to the specific study design or whether the trial was 
stopped early due to some data-dependent process).  
Within a study, each domain was assessed as low (bias unlikely to modify the results), 
high (a bias that reduces confidence in the results), or unclear risk of bias (a bias that 
makes some concern on the results due to lack of information or uncertainty). This was 
achieved by precise judgment depending on what has been described in the study report 
as detailed in Table 3.1. The possible extent and direction of the bias and its potential 
impact on the results were considered. Sensitivity analysis has been planned to explore 





Table 3.1  Cochrane’s Risk of Bias tool (adapted from Higgins 2017 (490)) 
Domain Low risk High risk Unclear risk 
Selection bias 
- Random sequence 
generation 
 
- Allocation concealment  
any truly random process, e.g. 
random number table; 
computer random number 
generator 
 
telephone or central 
randomisation; consecutively 
numbered sealed opaque 
envelopes 
any non-random process, e.g. 
odd or even date of birth; 
hospital or clinic record number 
 
using open random allocation; 
unsealed or non-opaque 
envelopes, alternation; date of 
birth 
No sufficient description to 
judge 
Performance bias 
- Blinding of participants 
and personnel 
effective blinding  not blinded trials No sufficient description to 
judge 
Detection bias  
- Blinding of outcome 
assessors  
effective blinding not blinded trials No sufficient description to 
judge 
Attrition bias 
- Incomplete outcome data  
<10% missing data  >10% missing data No sufficient information 




All of the study’s pre-specified 
outcomes and all expected 
outcomes of interest to the 
review were reported 
not all the study’s pre-specified 
outcomes were reported. The 
study fails to include results of a 
key outcome that would have 
been expected to be reported 
No sufficient information to 
make a judgment  
Other bias  any concerns possible sources 
of bias not covered above  
no other bias No sufficient information to 
make a judgement  
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3.3.6 Data analysis and management 
RevMan 5.3 software (491) was used for data analysis. Meta-analysis, which is an 
essential step in CSRs, was conducted using the fixed-effect model that assumes a 
common, true effect in a set of studies, and estimates the best effect for an intervention 
(492). While, random effects modelling was used when there was moderate or high 
heterogeneity (I2>50%) between the included studies, this model assumes that the true 
effect is variable between the studies and estimated the average effect (453). 
3.3.6.1 Measures of treatment effect 
Effect estimates were calculated using risk ratios (RR) for dichotomous data and mean 
differences (MD) for continuous data, with respective 95% Cl along with the exact p 
values. When continuous data were reported as median and range or interquartile range, 
trial’ authors were contacted to provide the mean and standard deviation (SD), and if not 
provided, the mean and SDs were estimated using a formula (interquartile range (IQR) = 
approximately 1.35 of the SD) recommended by the Cochrane Handbook (Chapter 7.7.3.5 
(486)). When it was considered applicable to combine two arms of a trial, treatment 
effects were obtained from the combined data using the RevMan calculator (493). Forest 
plots were used for graphical presentation of meta-analysis results and the area to the left of 
the line of no effect was in favour of OPC.  
3.3.6.2 Unit of analysis issues 
The unit of analysis was the participating infant in each of the included trials. An infant 
was considered only once in an analysis. For cluster RCTs, it was planned that the 
participating neonatal unit or a section of the neonatal unit would be the unit of analysis. 
However, no cluster randomised trial was identified for this review. 
3.3.6.3 Dealing with missing data 
The principle reviewer (AN) contacted trial investigators to request essential missing data 
in the outcomes or unclear data. Intention-to-treat analyses were conducted. 
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3.3.6.4 Assessment of heterogeneity 
Heterogeneity between effect sizes of the included studies was determined by inspecting 
the forest plot (overlapping of the studies CI), the Chi² test (with a P value of < 0.1) and 
the I2 for heterogeneity. The percentage of the variability in effect estimates was used to 
describe inconsistency between trials that was due to heterogeneity rather than due to 
chance in accordance with the guidelines recommended by the CNG for interpreting the I2 
statistic: < 25% = none, 25% to 49% = low, 50% to 74% = moderate, and > 75% = high 
heterogeneity. If moderate or high heterogeneity was detected (I² > 50%), potential 
causes (for example, differences in study design, participants, interventions and 
definitions and measurement of outcome assessments) were explored in subgroup and 
sensitivity analyses. 
3.3.6.5 Assessment of reporting biases 
Assessment of potential reporting bias using funnel plotting was planned. However this 
was not conducted as only six trials were included in the review as a minimum of 10 
studies are required for the funnel plot to be valid and could detect asymmetry (494, 495). 
3.3.6.6 Subgroup analysis  
If sufficient data were available, the following subgroup analyses were planned to assess 
the intervention in specific participant groups: 
- Infants born < 30 weeks’ gestation. 
- Infants born < 1500 grams. 
- Infants who were small for gestational age at birth (birth weight less than 10th 
centile). 
However, subgroup analysis was not performed as the gestational age, and birth weights 
of the participants were matched between the included studies. Moreover, the outcomes 
were not reported in sufficient detail, and they were not available on request. 
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3.3.6.7 Sensitivity analysis 
Sensitivity analyses were planned to determine if findings were affected by including only 
studies using adequate methods (low risk of bias). 
3.3.7 Assessing the Quality of evidence 
The quality of evidence for the main comparison at the outcome level was evaluated 
according to the GRADE approach (467) using the online version (GRADEpro GDT) 
software (www.gradepro.org). GRADEpro software has the advantages to import data 
directly from RevMan, assisting in calculating relative and absolute risks related to the 
examined intervention and producing a table in a format which can directly be imported 
into RevMan as a Summary of finding (SOF) table (496), this software can save time and 
ensure consistency.  
RCTs were considered as high quality that can be downgraded based on five categories: 
risk of bias within and across studies (type of evidence), inconsistency (heterogeneity), 
indirectness (applicability and generalisability), imprecision of the estimates of effect 
(sample size, number of events and 95% CI) and publication bias (positive studies, profit 
interest). 
For each outcome, every category was assessed as not serious, serious and very serious 
depending on the characteristics of the studies reported that outcome. The quality of 
evidence was downgraded by one level for serious concern and two level for very serious 
and graded according to the GRADE approach as one of the following four grades (496, 
497): 
- “High: We are very confident that the true effect lies close to that of the estimate of 
the effect”.  
- “Moderate: We are moderately confident in the effect estimate. The true effect is 




- “Low: Confidence in the effect estimate is limited. The true effect may be 
substantially different from the estimate of the effect”. 
- “Very Low: We have very little confidence in the effect estimate. The true effect is 
likely to be substantially different from the estimate of effect”. 
AN and SO independently assessed the quality of the evidence and AN created the final 
SoF table for outcomes rated as critical or important for clinical decision making. Any 
disagreement was resolved by discussion with JD. According to the policies of CNG, a 
maximum of seven outcomes to be included in the SoF table, therefore, the following 
clinically critical and important outcomes were included in the SoF table (Table 3.3) 
- Incidence of NEC (Bell stage 2 or 3) until discharge to home. 
- Incidence of LOI until discharge to home. 
- Death before discharge to home. 
- Time to full enteral feed. 
- Length of hospital stay (days) from birth to discharge to home. 
- Pneumonia.  
- Reported adverse effects. 
If the ROB was arising from inadequacies in allocation concealment, assignment 
randomisation, completeness of follow-up or outcome assessment blinding such that 
confidence in the effect estimates was reduced, the quality of evidence was downgraded 
accordingly (498). The directness of evidence was judged by the applicability of the 
evidence to the review question not to the generalisability of the evidence (499). 
Consistency was assessed by the similarity of point estimates, the extent of overlap of 
confidence intervals of the studies and statistical measurement of heterogeneity (I2). The 
quality of evidence was downgraded when inconsistency across study results was large 
(I2 >50%) and unexplained (i.e. some studies suggest important benefit and others no 
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effect without a clinical explanation; (500). Precision was assessed by the sample size, 
number of events and with the 95% CI around the pooled estimation (501).  
3.4 Results  
3.4.1 Search results  
The search strategy retrieved 287 records from the database and 29 additional records 
from the clinical trials registers (Figure 3.2). After duplicates were excluded, screening of 
the titles and abstracts of 294 articles and after exclusion of clearly irrelevant titles, 14 
articles using OPC in preterm infants for potential inclusion were retrieved.  
On further reviewing of full reports of the potential 14 trials, two papers were excluded as 
they were duplicate publications of trials included from other publications with the most 
data (McFadden 2012 (502) and Rodriguez 2011 (417)). Two studies were excluded; Lee 
2015 (356) and Zhang 2017 (419) (Table 3.2) because the intervention (OPC) was started 
after 48 hours of life which is not consistent with the pre-defined inclusion criteria of the 
review (Section, 3.5.1). One study, Rodriguez 2015 (352) was a published protocol of an 
ongoing trial, and one record was an uncompleted clinical trial (503), both were classified 
under ongoing studies. Another study was published in Spanish and after translation to 
English, was excluded because it was a non-RCT (504) and one was a feasibility study for 






Figure 3.2  Study flow chart 
Flow chart illustrating selection of studies included in this review. 
RCTs: randomised controlled trials; OPC: oropharyngeal colostrum. 
 
3.4.2 Included studies 
Six original RCTs were eligible for inclusion in this review and data extraction (Rodriguez 
2011(417); McFadden 2012 (502); Sohn 2015 (357); Romano-Keeler 2016 (358); Mota-
Ferreira 2016 (505)  (referred in the published review: NCT02912585); Glass 2017 (506)). 
29 additional records identified 
through other sources  
 
294 records after duplicates removed 
 
294 records screened 
280 records excluded 
not relevant to the 
research question or not 
RCTs 
14 records of full-text 
articles assessed for 
eligibility  
 
- Two were duplicate publications:  
a. one a conference 
presentation of included 
study 
b.  one was a publication of the 
same trial with different title  
- Two were uncompleted clinical 
trials 
- Two, OPC was started after 48 
hours of life 
- One was non-RCT (after 
translation from Spanish to 
English) 
- One was a feasibility study for 
OPC  
Six studies included in 
qualitative synthesis 
 
Six studies included in 
quantitative synthesis 
(meta-analysis) 
287 records identified through 




All included studies compared the administration of early oropharyngeal colostrum versus 
sham administration of water, placebo, or donor breast milk, or no intervention. Five 
studies were published, and Mota Ferreira 2016 (505) was only described in an 
unpublished report that we obtained from the study author. Five of the included studies 
took place in the USA and one in Brazil. Individual preterm infants were the unit of 
randomisation in all of the included studies as no cluster-randomised trials were identified. 
Four of the studies; McFadden 2012 (502), Sohn 2015 (357), Romano-Keeler 2016 (358), 
and Glass 2017 (506) were designated as not blinded and only two trials; Rodriguez 2011 
(417) and Mota-Ferreira 2016 (505), were described as blinded RCTs. Table 3.2 presents 
the features of the included studies.  
Table 3.2  Characteristics of included studies 
Study ID Rodriguez 2011 (417) 
Methods 
A blinded, placebo-controlled, randomised controlled trial. 
Setting: Level III neonatal unit, NorthShore University Hospital, 
Chicago, USA. January 2006 to August 2007 
Participants 
Sixteen infants (9 intervention, 7 control). 
Inclusion criteria: birth weight <1000 gm and/or gestation < 28 
weeks; appropriate weight for gestational age  
Exclusion criteria: presence of congenital anomalies, 
gastrointestinal or renal disorders, receipt of vasopressor 
medications at a dosage >10 mcg/kg/min, maternal 
chorioamnionitis, history of substance abuse, positive HIV. 
Interventions 
0.2 ml of Own Mother Colostrum (OMC) or sterile water 
(placebo) according to the infant’s group assignment. 
Using a syringe 0.1 ml was administrated by placing the tip of 
the syringe into the infant’s mouth, alongside the right buccal 
cavity, and directing it posteriorly towards the oropharynx over a 
period of at least two minutes, then on the left side. The 
procedure was started within 48 hours of life, every two hours 
over 48 consecutive hours. 
Outcomes 
Primary outcomes: level secretory immunoglobulin A, 
Lactoferrin, and interleukin-10. 
Secondary outcomes: NEC*, days to full enteral feeds, days to 
full per oral feeds, length of hospital stay, bacteraemia, 
pneumonia, CLD*, Retinopathy of prematurity (ROP)**, 
Corrected gestational age at discharge and death. 
Notes 
The study protocol is not available. * Diagnostic criteria not 
specified; ** Data provided by the author. 
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 Study ID McFadden 2012 (502) 
Methods 
A prospective randomised trial. Not blinded 
Setting: NICU, The Woman’s Hospital of Texas, USA. August 
2011 to January 2012 
Participants 
Twenty-nine infants (11 intervention and 18 control). 
Inclusion criteria: gestational age 26 to 34 weeks, Intubation and 
mechanical ventilation, or support with nasal continuous positive 
pressure (CPAP). 
Exclusion criteria: age > 24 hours, major congenital anomalies, 
infants diagnosed with an infection in the first 24 hours of life or 
born to mothers with active infection, parental refusal, mothers 
not speaking English and mothers not wishing to breastfeed. 
Interventions 
Oral care: moisten a swab with sterile water (control A), normal 
saline (control B) or colostrum/human milk (intervention). Gently 
swirl swab along inside of mouth - wiping cheeks, tongue, palate 
and lips. Oral care was administrated every 3 to 6 hours or more 
often as indicated. 
Outcomes 
Primary outcomes: oral colonisation (oral culture) and time to 
oral colonisation. 
Secondary outcomes: ventilator-associated pneumonia (VAP), 
NEC*; days of antibiotics; days to reach full enteral feeds; length 
of hospital stay;  length of time on ventilation, NCPAP and CLD* 
Notes No protocol was available. * diagnostic criteria not specified 
Study ID  Sohn 2015 (357) 
Methods 
A randomised controlled clinical trial. Not blinded. 
Setting: NICU, University of California Davis Children’s Hospital 
in Sacramento, California, USA. November 2013 to October 
2014  
Participants 
Twelve infants (6 intervention and 6 control).  
Inclusion criteria; birth weight < 1500g, aged under seven days, 
intubated within 48h of birth and maternal colostrum available. 
Exclusion criteria; a lethal medical condition. 
Interventions 
0.2 ml of the mother’s colostrum via sterile syringe into the 
baby’s oral cavity (0.1 ml into each buccal pouch) every two 
hours for 46 hours. The comparison group received routine care. 
Outcomes 
Primary outcomes: oral microbiota and VAP  
Secondary outcomes: ventilator days, days of antibiotics, age at 
first feeding (days), days to full feeds; NEC (stage 2, 3), early 
and late-onset sepsis, other pneumonia; CLD and death. 




Study ID Romano-Keeler 2106 (358) 
Methods 
An open-label, prospective randomised clinical trial.  
Setting: NICU, Monroe Carell Jr. Children’s Hospital at 
Vanderbilt, USA.  February 2013 to July 2014. 
Participants 
Ninety-nine infants (48 intervention and 51 control). 
Inclusion criteria: gestational age <32 weeks  
Exclusion criteria: refusal to participate, enrolment in competing 
studies or Spanish-speaking only. 
Interventions 
Oral priming with mother's colostrum that involved administration 
of 0.1 mL colostrum to each cheek every 6 hours for five days 
started in the first 48 hours of life. 
Comparison group; no oral priming with mother's colostrum. 
Outcomes 
Primary outcomes; salivary immuno-peptides before/after oral 
colostrum priming. Oral microbiota in a subgroup. 
Secondary outcomes; length of hospital stay, total days 
intubated, age at feeding initiation, days to 100ml/kg/day of 
enteral feeds, days of antimicrobial exposure, incidence of NEC 
and late-onset bacteraemia; type of feed at hospital discharge. 
Notes Registered at clinicaltrials.gov: NCT01776268 
Study ID Mota Ferreira (NCT02912585)* (505) 
Methods 
A double-blinded, randomised, placebo-controlled trial. 
Setting: NICU, Clinics Hospital of Federal University of 
Uberlandia, Brazil. From 15 July 2013 to 15 July 2015. 
Participants 
One hundred forty-nine infants (81 intervention and 68 control). 
Inclusion criteria: birth weight < 1500 g; gestational age < 34 
weeks. 
Exclusion criteria: congenital anomalies; gastrointestinal 
disorders; maternal history of substance abuse; positive HIV 
status. 
Interventions 
OPC (interaction) and placebo (sterile water). They followed the 
same protocol used by Rodriguez et al. that is; "0.2 ml of Own 
Mother Colostrum (OMC) or sterile water (placebo) according to 
the infant’s group assignment. 
Using a syringe 0.1 ml was administrated by placing the tip of 
the syringe into the infant’s mouth, alongside the right buccal 
cavity, and directing it posteriorly towards the oropharynx over a 
period of at least two minutes this was repeated on the left side 
and carried out every two hours over for 48 consecutive hours". 
The procedure was started within 48-72 hours of life. 
Outcomes 
Primary outcomes: Incidence of late-onset sepsis and serum 
and urinary IgA levels. 
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Secondary outcomes: NEC (Bell's stage 2 or 3); 
Bronchopulmonary dysplasia (diagnostic criteria not specified); 
ROP (grade 3); length of hospital stay; death before discharge 
Notes 
Registered at clinicaltrials.gov: NCT02912585  
Unpublished data. The investigator has provided the results of 
the study at request. * study ID in the published review 
Study ID Glass 2017 (506) 
Methods 
Open-label, placebo-controlled, randomised study. 
Setting: NICU, Penn State Milton S. Hershey Medical Center, 
Hershey, Pennsylvania, USA. January 2011 to January 2016. 
Participants 
Thirty infants (17 interventions and 13 control). 
Inclusion criteria: birth weight <1500gm, mothers planning to 
provide colostrum. 
Exclusion criteria: major congenital anomalies or chromosomal 
syndromes incompatible with life, mothers not willing to provide 
colostrum for their infant in the first week of life, or infants of 
mothers with known HIV, hepatitis B, or hepatitis C 
Interventions 
“Oral care with either mother’s own colostrum (intervention) or 
sterile water (control) every 3 hours from day of life two until 7. 
For the oral care procedure, 0.2 mL of mother’s colostrum or 
sterile water was applied to the oral mucosa by an intensive care 
nurse using a cotton-tipped applicator every 3 hours during care 
times”. 
Outcomes 
Primary outcomes: change in salivary secretory Ig-A 
concentration from baseline to 2 weeks of age 
Secondary outcomes: Incidence and severity of NEC; culture-
positive sepsis; feeding tolerance; days of the first enteral 
feeding; time to full enteral feedings (defined as 140 mL/kg/d). 
Notes 
Registered at Clinicaltrials.gov: NCT01443091 
Results were initially available as a conference abstract. The 
trial author provided additional information at request. Review 
data included information from the subsequent publication (506) 
and information provided by the author. 
NICU: neonatal intensive care unit; NEC: necrotising enterocolitis; CLD: chronic lung disease; 
VAP: ventilator-associated pneumonia 
All the studies were small and from single centres. They enrolled 335 infants with sample 
sizes between 12 and 149 participants. Four studies; Rodriguez 2011, Sohn 2015, Mota 
Ferreira 2016 and Glass 2017, prespecified prematurity with birth weight < 1500 grams as 
an inclusion criterion. Two studies; McFadden 2012 and Sohn 2015, included only infants 
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who were mechanically ventilated. Overall, the infants had a gestational age ranging from 
25 to 32 weeks of gestation and birth weights from 410 to 2500 grams. Table 3.3 details 
the participants’ criteria by a study, which varied between studies.  








Rodriguez 2011(417) 16 25-28 410-1250 
McFadden 2012 (502) 27 27-32 590-2530 
Sohn 2015 (357) 12 25-30 490-1300 
Romano-Keeler 2016 (358) 99 28-31 905-1602 
Mota Ferreira 2016* (505) 149 26-31 787-1217 
Glass 2017 (506) 30 27-29 1020-1169 
* Unpublished data provided by the author 
 
3.4.3 Interventions and comparisons  
The included studies randomised infants to receive mother’s own colostrum by the 
oropharyngeal route and the time of starting the OPC was within the first 48 hours of life. 
Four trials; Rodriguez 2011 (417), Sohn 2015 (357), Romano-Keeler 2016 (358) and Mota 
Ferreira 2016 (505), followed the protocol for OPC described by Rodriguez et al. 
(administration of 0.2 mL colostrum/control by syringe: 0.1 mL on each side of the 
oropharynx) (354). The other two used different protocols; McFadden 2012  (502) used 
0.2 mL colostrum for oral care administered via “gentle swab along the inside of the 
mouth”; Glass 2017 (506) also administrated 0.2 ml colostrum using a cotton-tipped 
applicator.        
All trials reported early OPC administration in preterm infants compared to a control (sham 
water, normal saline, a placebo, or no intervention). Therefore only one comparison was 
evaluated; that is early oropharyngeal colostrum versus sham water, normal saline, 
placebo, or no intervention. Two studies; Sohn 2015 (357) and Romano-Keeler 2016 
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(358), did not use a placebo and provided no additional intervention to participants 
randomised to the control group. Three studies; Rodriguez 2011 (417), Mota Ferreira 
2016 (505), and Glass 2017 (506), administered sterile water to infants in the control 
group, and McFadden 2012 (502) included two control groups; one receiving sterile water 
and the other normal saline. Investigators similarly administered control interventions to 
colostrum’s administration to the intervention group. However, Mota Ferreira 2016 gave 
human donor milk in the absence of the mother’s colostrum. Therefore, infants who 
received donor milk have been included in the OPC group (as they were randomised to 
receive OPC) to maintain the intention to treat analyses. 
3.4.4 Reported outcomes    
All the included trials reported short-term outcomes (participants have been followed up 
until hospital discharge). No study reported long-term follow up.  
3.4.4.1 Primary outcomes  
All the included studies reported the pre-specified primary outcomes of the review (section 
4.5.2); ‘incidence of NEC’, ‘incidence LOI’ and ‘death before discharge home’. Four trials; 
Sohn 2015 (357), Romano-Keeler 2016 (358), Mota Ferreira 2016 (505) and Glass 2017 
(506), defined NEC as Bell’s stage 2 or 3, whereas two trials; Rodriguez 2011 (417) and 
McFadden 2012 (502), provided no specific diagnostic criteria. Three studies; Sohn 2015 
(357), Mota Ferreira 2016 (505) and Glass 2017 (506), defined LOI as clinical signs and a 
positive blood culture. Glass 2017 provided additional criteria for defining LOI (onset after 
day three of life and antibiotic therapy for at least five days), and three studies; Rodriguez 
2011 (417), McFadden 2012, Romano-Keeler 2016 (358), did not provide a pre-specified 
definition.  
3.4.4.2 Secondary outcomes 
Secondary outcomes were variably reported by the included trials; ‘time to full enteral 
feeds’ was reported by all the included trials; ‘length of hospital stay’ was reported by four 
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trials; Rodriguez 2011 (417),  McFadden 2012 (502), Romano-Keeler 2016 (358) and 
Mota Ferreira 2016 (505). ‘Pneumonia’ and ‘chronic lung disease’ were reported by three 
studies; Rodriguez 2011 (417), McFadden 2012 (502), Sohn 2015 (357). Sohn 2015 
defined CLD (oxygen required at 36 weeks’ corrected gestational age, or at discharge, if 
sooner). Mota Ferreira 2016 reported bronchopulmonary dysplasia as an outcome but did 
not define the diagnostic criteria used. ‘Days of parenteral nutrition’ was reported by two 
trials; Mota Ferreira 2016 (505) and Glass 2017 (506); ‘days of antibiotic therapy’ was 
reported by three trials; McFadden 2012 (502), Sohn 2015 (357) and  Romano-Keeler 
2016 (358). ‘Retinopathy of prematurity’ was reported by Rodriguez 2011 and Mota 
Ferreira 2016. Three outcomes were reported by only one trial; ‘weight gain from birth to 
discharge home’ was reported by Mota Ferreira 2016 (505); ‘receiving only or any breast 
milk at discharge home’ were reported by Romano-Keeler 2016 (358) and ‘ventilator-
associated pneumonia’ by Sohn 2015 (357).  
Adverse events associated with OPC were reported on by all the included trials. However, 
there were no clear definitions for adverse events were described, and adverse events 
were narratively reported. As no numerical data were provided, this outcome was 
presented as a narrative summary. None of the included trials reported ‘death in the first 
year of life’ and ‘neurodevelopmental outcomes at 18 to 24 months’. 
3.4.5 Excluded studies  
Two studies were excluded from this review because OPC was provided after 48 hours of 
life. Lee 2015 (356), was a double-blind, placebo-controlled RCT that included 48 infants 
born at < 28 weeks’ gestation who were randomised to receive 0.2 mL of their mother’s 
colostrum or sterile water (control) via the oropharyngeal route every three hours for three 
days. However, most of the infants included in this study received colostrum after 48 
hours of life; therefore, this study was excluded from the analysis. Similarly, Zhang 2017 
(419)  was a double-blind, placebo-controlled trial, including 64 with birth weight < 1500 
grams, compared administration of mother’s colostrum (0.1ml) to each side of the cheek 
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versus similar administration of normal saline. Mean age at the first dose of colostrum or 
normal saline was > 48 hours in both groups; hence this study was not included in the 
review. 
3.4.6 Risk of bias in included studies                                                
In general, the included studies had a variable risk of bias across the domains. Most of the 
included studies were not blinded, and there were concerns about allocation concealment. 
One study consisted of unpublished data (Mota Ferreira 2016 (505)). The risk of bias of 
the six included trials was considered as high to unclear. Table 3.4 summaries studies 
criteria for judging the risk of bias for each study. 
3.4.6.1 Selection bias 
All trials indicated that treatment was allocated randomly; however, two trials; McFadden 
2012 (502) and Sohn 2015 (357), did not specify the process used to generate the 
random sequence. Similarly, two studies (Romano-Keeler 2016 and Mota Ferreira 2016) 
did not state the methods of allocation concealment, and Glass 2017 (506) reported that 
the allocation method was “not applicable”.  
3.4.6.2 Performance and detection bias 
Only two studies; Rodriguez 2011 (417) and Mota Ferreira 2016 (505) , were blinded and 
described these aspects appropriately (used opaque syringes to deliver treatment); 
therefore they were judged as having a low risk. Four trials were not blinded; McFadden 
2012 (502), Shon 2015 (357), Romano-Keeler 2016 (358) and Glass 2017 (506), these 
trials were judged as being at high risk for performance and detection bias. However, in 
this review detection bias for the outcome of death before discharge home was 
considered as having a low risk as death is unlikely to be influenced by blinding. 
3.4.6.3 Attrition bias 
Four trials; Rodriguez 2011, Sohn 2015, Romano-Keeler 2016 and Mota Ferreira 2016, 
were assessed to be at low risk of attrition bias. Mota Ferreira 2016 reported that 32 
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infants from the colostrum group were excluded and received human donor milk. The trial 
(Mota Ferreira 2016) investigators provided information for the 32 infants, and this was 
added to the OPC group. Therefore, this trial was categorised as low risk for attrition bias. 
Two trials; McFadden 2012 and Glass 2017, were judged as having a high risk of attrition 
bias. McFadden 2012 reported that three participants were not included in the final 
analysis for the outcome; ‘length of hospital stay’. Those three infants were still in the 
hospital when the analysis was conducted, and intention-to-treat was not applied. Glass 
2017 excluded 13 participants due to trial constraints and data from those infants were not 
included in the analysis and intention-to-treat was not conducted in the final analysis of 
the trial.  
3.4.6.4  Reporting bias  
All the pre-specified expected outcomes of interest for the review were reported except for 
two outcomes namely, ‘death in the first year of life’ and ‘neurodevelopmental outcomes at 
18 to 24 months’. Four of the included studies; Sohn 2015, Mota Ferreira 2016, Romano-
Keeler 2016 and Glass 2017, were registered in a trial register (clinicalTrials.gov). Two 
studies; Rodriguez 2011 and McFadden 2012 (502) did not publish a protocol; however, 
all the outcomes described in the methods section were reported in their results. 
3.4.6.5 Other bias  
All included studies were at low risk of other bias except for one trial (Glass 2017), which 
was considered as having a potential source of other bias because there were data from 
13 participants which were not analysed; this was determined from additional information 
provided by the study author explaining this. Furthermore, the estimated sample size in 
the protocol, as published at ClinicalTrials.gov (NCT01443091), was 60 infants while in 
the published report, it was 30 infants and no explanation is stated in the published report 
(506).  
The overall risk of bias was high across all included studies as four out of six studies were 
not blinded and due to concerns about allocation concealment and incomplete outcome 
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data.  Judgements on the risk of bias in the studies are presented in “Risk of bias” 
summary (Figure 3.3) and “Risk of bias” graph (Figure 3.4).
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Table 3.4  Criteria of the risk of bias for included studies 
Study Selection bias Performance bias Detection bias Attrition bias Reporting bias 
Risk  Sequence 
generation 
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Figure 3.3  Risk of bias summary for the included studies 
Individual assessment of risk of bias items for each included study.  
Green ball: low risk; Red ball: high risk; Yellow; unclear (uncertainty or lack of 
information). Rodriguez 2011(417); McFadden 2012 (502); Sohn 2015 (357); 






Figure 3.4  Overall risk of bias for each domain in the included studies 
Assessment of risk of bias for each item presented across all included studies. Each bar 
presents a risk of bias item. Green bar: low risk; Red: high risk; Yellow: unclear risk of bias.  
 
3.4.7 Effects of the intervention 
3.4.7.1 Main review comparison  
This review included only one comparison as no available data for the other planned 
comparisons. Early OPC versus control (water, normal saline, placebo, or no intervention) 
was the main comparison included in the final data analysis of this review. 
3.4.7.2 Primary outcomes  
3.4.7.2.1  Incidence of NEC until hospital discharge  
All included trials; Rodriguez 2011(417), McFadden 2012 (502), Sohn 2015 (357), Romano-
Keeler 2016 (358), Mota-Ferreira 2016 (505) and Glass 2017 (506), reported on the 
incidence of NEC in 335 enrolled preterm infants (OPC: 172; control: 163 infants).  Meta-
analysis did not show an effect on the risk of NEC (Figure 3.5). The estimate is based on four 
studies including 290 participants, as two studies had no cases of NEC (Rodriguez 2011 and 
McFadden 2012). The typical risk difference was 0.01 (95% CI -0.03 to 0.06). There was no 
evidence of heterogeneity between the studies for this outcome (I2 = 0%). The quality of 
evidence was very low due to imprecision (small sample size and wide Cl) and high to 




Figure 3.5  Forest plot comparing the incidence of NEC for infants receiving OPC or 
control 
Each trial is represented by a horizontal line; width of the line: 95% CI. Blue box: mean effect 
estimate and the weight assigned to the trial. Middle vertical line (1): no effect. Black 
diamond: overall effect of estimate (upper and lower angles: effect size; width: 95% CI); MH: 
Mantel-Haenszel; Fixed: analysis model; CI: confidence interval; Chi2: Chi-square; df: 
degrees of freedom; P: p-value; I2: I-square: statistical heterogeneity; Z: test for statistical 
significance. NEC: necrotising enterocolitis; OPC: oropharyngeal colostrum. 
 
3.4.7.2.2  Incidence of LOI until hospital discharge  
All included trials; Rodriguez 2011(417), McFadden 2012 (502), Sohn 2015 (357), Romano-
Keeler 2016 (358), Mota-Ferreira 2016 (505) and Glass 2017 (506), reported on the 
incidence of late-onset infection in 335 enrolled preterm infants (OPC: 172; control: 163 
infants). There was no statistically significant difference in the incidence of LOI; meta-
analysis did not show an effect (Figure 3.6). There was no evidence of heterogeneity 
between the studies for this outcome (I2 = 0%). The quality of evidence was very low due to 





Figure 3.6  Forest plot comparing the incidence of LOI for preterm infants receiving 
OPC or control 
Each trial is represented by a horizontal line; width of the line: 95% CI. Blue box: mean effect 
estimate and the weight assigned to the trial. Middle vertical line (1): no effect. Black 
diamond: overall effect of estimate (upper and lower angles: effect size; width: 95% CI); MH: 
Mantel-Haenszel; Fixed: analysis model; CI: confidence interval; Chi2: Chi-square; df: 
degrees of freedom; P: p-value; I2: I-square: statistical heterogeneity; Z: test for statistical 
significance; LOI: late-onset infection; OPC: oropharyngeal colostrum 
 
3.4.7.2.3  Death before discharge to home 
All the trials; Rodriguez 2011(417), McFadden 2012 (502), Sohn 2015 (357), Romano-Keeler 
2016 (358), Mota-Ferreira 2016 (505) and Glass 2017 (506), reported on death before 
discharge home in 335 enrolled preterm infants (OPC: 172; control: 163 infants). There was 
no statistically significant difference in mortality between the two groups; meta-analysis 
showed no effect (Figure 3.7). One study (Glass 2017) had no death in the enrolled infants. 
Therefore, the estimate is based on five studies in 305 infants. No evidence indicates 
heterogeneity between studies for this outcome (I² = 0%). The quality of evidence was very 




Figure 3.7  Forest plot comparing death before discharge home for preterm infants 
receiving OPC or control 
Each trial is represented by a horizontal line; width of the line: 95% CI. Blue box: mean effect 
estimate and the weight assigned to the trial. Middle vertical line (1): no effect. Black 
diamond: overall effect of estimate (upper and lower angles: effect size; width: 95% CI); MH: 
Mantel-Haenszel; Fixed: analysis model; CI: confidence interval; Chi2: Chi-square; df: 
degrees of freedom; P: p-value; I2: I-square: statistical heterogeneity; Z: test for statistical 
significance; OPC: oropharyngeal colostrum. 
 
3.4.7.3 Secondary outcomes  
3.4.7.3.1 Days to full enteral feed 
The six included trials; Rodriguez 2011(417), McFadden 2012 (502), Sohn 2015 (357), 
Romano-Keeler 2016 (358), Mota-Ferreira 2016 (505) and Glass 2017 (506), reported on 
time to full enteral feed in 335 enrolled preterm infants (OPC: 172; control: 163 infants). 
Meta-analysis demonstrated that infants who received early OPC attained full enteral feeds 
earlier compared with controls (Figure 3.8). At the study level, only two trials reported an 
effect in favour of OPC; Rodriguez 2011 and Mota Ferreira 2016. There was moderate 
heterogeneity (I2 = 53 %) across the studies which could be due to variability between trials 
in the definition of time to reach full enteral feeds (100 to 150 mL/kg/d). Additionally, two 
studies reported the data as median and interquartile range; hence, the means and SD were 
estimated. As the heterogeneity could be explained, a fixed-effect model was used for 
analysing this outcome because it is more powerful and estimates the best effect for an 
intervention. Further exploration of heterogeneity demonstrated that excluding Sohn 2015’s 




Figure 3.8  Forest plot comparing days to full feeds for preterm infants receiving OPC 
or control 
Each trial is represented by a horizontal line; width of the line: 95% CI. Green box: mean 
effect estimate and the weight assigned to the trial. Middle vertical line (0): no effect. Black 
diamond: overall effect of estimate (upper and lower angles: effect size; width: 95% CI); SD: 
standard deviation; IV: Inverse Variance; Fixed: analysis model; CI: confidence interval; Chi2: 
Chi-square; df: degrees of freedom; P: p-value; I2: I-square: statistical heterogeneity; Z: test 




Using random-effects model, meta-analysis showed that infants who received OPC attained 
full enteral feeds earlier compared with controls with minimal reduction in the effect estimate. 
However, the 95%CI widened that could explain the statistical non-significant difference. 






Figure 3.9  Forest plot comparing days to full feeds for preterm infants receiving OPC 
or control (Random-effects model)  
Each trial is represented by a horizontal line; width of the line: 95% CI. Green box: mean 
effect estimate and the weight assigned to the trial. Middle vertical line (0): no effect. Black 
diamond: overall effect of estimate (upper and lower angles: effect size; width: 95% CI); SD: 
standard deviation; IV: Inverse Variance; Fixed: analysis model; CI: confidence interval; Chi2: 
Chi-square; df: degrees of freedom; P: p-value; I2: I-square: statistical heterogeneity; Z: test 
for statistical significance; OPC: oropharyngeal colostrum 
 
3.4.7.3.2 Length of hospital stay  
Four trials; Rodriguez 2011(417), McFadden 2012 (502), Romano-Keeler 2016 (358) and 
Mota-Ferreira 2016 (505), reported on the length of hospital stay in 293 enrolled preterm 
infants (OPC:149; control: 144 infants). There were no significant differences in the length of 
hospital stay between the two groups in individual studies; meta-analysis did not show an 
effect (Figure 3.10). There was low to moderate heterogeneity (I2 = 49%) across the trials 
suggesting variability between the studies. This Heterogeneity was retrospectively explored; 
one study included infants with a larger birth weight (McFadden 2012). Exclusion of this 
study reduced heterogeneity to I² = 12% and did not alter the estimated effect in the meta-
analysis for the length of hospital stay. The quality of evidence was very low due to 





Figure 3.10  Forest plot comparing length of hospital stay for preterm infants receiving 
OPC or control 
Each trial is represented by a horizontal line; width of the line: 95% CI. Green box: mean 
effect estimate and the weight assigned to the trial. Middle vertical line (0): no effect. Black 
diamond: overall effect of estimate (upper and lower angles: effect size; width: 95% CI); SD: 
standard deviation; IV: Inverse Variance (statistical method); Fixed: analysis model; CI: 
confidence interval; Chi2: Chi-square; df: degrees of freedom; P: p-value; I2: I-square: 
statistical heterogeneity; Z: test used for statistical significance; OPC: oropharyngeal 
colostrum. 
 
3.4.7.3.3 Pneumonia  
Three trials; Rodriguez 2011, McFadden 2012, and Sohn 2015, reported the occurrence of 
pneumonia in 57 enrolled preterm infants (OPC: 26; control:31 infants). There was no 
significant difference between the two groups; meta-analysis did not show an effect on rate 
of pneumonia before discharge home (Figure 3.11). There was no evidence of heterogeneity 
(I2 = 17%). The quality of evidence was very low due to imprecision (small sample size, very 
wide CI), performance bias (one trial was not blinded) and selection bias.  
 
Figure 3.11  Forest plot comparing the incidence of pneumonia for preterm infants 
receiving OPC or control 
Each trial is represented by a horizontal line; width of the line: 95% CI. Blue box: mean effect 
estimate and the weight assigned to the trial. Middle vertical line (1): no effect. Black 
diamond: overall effect of estimate (estimate (upper and lower angles: effect size; width: 95% 
CI); M-H: Mantel-Haenszel; Fixed: analysis model; CI: confidence interval; Chi2: Chi-square; 
df: degrees of freedom; P: p-value; I2: I-square: statistical heterogeneity; Z; test used for 
statistical significance; OPC: oropharyngeal colostrum. 
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3.4.7.3.4 Chronic lung disease (CLD) 
Three trials (Rodriguez 2011, McFadden 2012, and Sohn 2015) reported on the incidence of 
CLD in 57 enrolled preterm infants (OPC: 26; control:31 infants). There was no significant 
difference in the incidence of CLD between the two groups; meta-analysis did not show an 
effect. There was no evidence of heterogeneity between the studies (I2 = 0%). There was 
another trial (Mota Ferreira 2016) reported bronchopulmonary dysplasia as an outcome but 
did not provide pre-defined criteria. However, including this study did not alter the result of 
the meta-analysis significantly (Figure 3.12). The quality of evidence was very low due to 
imprecision (small sample size and wide CI) and performance (one study unblinded) and 
reporting bias.  
 
Figure 3.12  Forest plot comparing the incidence of CLD for preterm infants receiving 
OPC or control 
Each trial is represented by a horizontal line; width of the line: 95% CI. Blue box: mean effect 
estimate and the weight assigned to the trial. Middle vertical line (1): no effect. Black 
diamond: overall effect of estimate (upper and lower angles: effect size; width: 95% CI); CLD: 
chronic lung disease; M-H: Mantel-Haenszel; Fixed: analysis model; CI: confidence interval; 
Chi2: Chi-square; df: degrees of freedom; P: p value; I2: I-square: statistical heterogeneity; Z; 




3.4.7.3.5 Days of antibiotic therapy 
Three trials; McFadden 2012, Sohn 2015 and Romano-Keeler 2016, reported on the ‘days of 
antibiotic therapy’ in 140 enrolled preterm infants (OPC: 65; control: 75 infants). There was 
no a significant difference between the two groups for the outcome ‘days of antibiotic 
therapy’; meta-analysis did not show an effect (Figure 3.13). There was a very high 
heterogeneity across the studies (I2 = 91%).  
At the study level, one trial (McFadden 2012) found that infants who received oral care with 
colostrum required more days of antibiotic therapy when compared with those who received 
oral care with saline or sterile water. This heterogeneity was retrospectively explored and 
identified that McFadden 2012 enrolled infants with larger birth weight. Excluding data from 
this study eliminated the heterogeneity but did not change the effect estimate. The quality of 
evidence was very low owing to imprecision (very small sample size and very wide CI), 
performance (the included trials were not blinded) and reporting bias, and very high 
heterogeneity.  
 
Figure 3.13  Forest plot comparing days of antibiotics therapy for preterm infants 
receiving OPC or control 
Each study is represented by a horizontal line; width of the line:  95% CI. Blue box: mean 
effect of estimate and weight of the study. Middle vertical line (1): no effect. Black diamond: 
overall effect of estimate (upper and lower angles: effect size; width: 95% CI); IV: Inverse 
Variance; Random: analysis model; CI: confidence interval; Chi2: Chi-square; df: degrees of 
freedom; P: p value; I2: I-square: statistical heterogeneity; Z: test used for statistical 
significance; OPC: oropharyngeal colostrum. 
 
3.4.7.3.6 Days of parenteral nutrition 
Two trials; Mota Ferreira 2016 and Glass 2017, reported ‘days of parenteral nutrition’ in 179 
preterm infants; (OPC: 98; control: 81 infants). There was no significant difference in the 
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days of parenteral nutrition use between the OPC and control groups; meta-analysis did not 
show an effect (Figure 3.14). No evidence suggested heterogeneity across the studies (I2 = 
0%). The quality of evidence was very low due to imprecision (very small sample size, very 
wide CI) and performance and reporting bias detected in these studies. 
 
Figure 3.14  Forest plot comparing days of parenteral nutrition for preterm infants 
receiving OPC or control 
Each study is represented by a horizontal line; width of the line: 95% CI. Blue box: mean 
effect of estimate and weight of the study. Middle vertical line (1): no effect. The black 
diamond: overall effect of estimate (upper and lower angles: effect size; width: 95% CI); SD: 
standard deviation; IV: Inverse Variance; Fixed: analysis model; CI: confidence interval; Chi2: 
Chi-square; df: degrees of freedom; P: p value; I2: I-square: statistical heterogeneity; Z: test 
used for statistical significance; OPC: oropharyngeal colostrum. 
 
3.4.7.3.7 Weight gain from birth to discharge home 
One unpublished trial, Mota Ferreira 2016, reported weight gain from birth to discharge home 
in 149 enrolled preterm infants (OPC: 81; control: 68 infants). There was no significant 
difference in the weight gain from birth to discharge home between the two groups (MD -
15.00 (95% CI - 50.83 to 20.83); participants: 149; P = 0.60).  The quality of evidence was 
very low due to imprecision, unclear selection and reporting bias, and the data were obtained 
from only one unpublished trial. 
3.4.7.3.8  Receiving breast milk at discharge home 
Only one trial, Romano-Keeler 2016, included the outcome measure of receiving breast milk 
at discharge home in 99 enrolled preterm infants (OPC: 48; control: 51infants). This outcome 
was described for two subgroups, received any fortified breast milk at discharge and any 
unfortified breast milk, and reported as two separate outcomes. There were no statistically 
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significant differences between OPC and control groups for both types of feeding; receiving 
any fortified breast milk at discharge and receiving any unfortified breast milk at discharge 
(Figure 3.15). Combining these outcomes meta-analysis showed an effect of OPC on 
receiving any breast milk at discharge compared with controls (Figure 3.14. The quality of 
evidence was very low because data were obtained from only one not blinded study with a 
small sample size. Although meta-analysis is not appropriate for a single study, Figure 3.14 
presents information drawn from two reports of the same study.          
 
Figure 3.15  Forest plot comparing receiving breast milk at discharge home for 
preterm infants receiving OPC or control 
A single trial reported the outcome receiving breast milk at discharge home. Width of the line:  
95% CI; Blue box: mean effect of estimate. Black diamond: overall effect of estimate (upper 
and lower angles: effect size; width: 95% CI); the black diamond at the bottom of the graph: 
overall effect of estimate for combing the two outcomes (fortified and unfortified breast milk); 
M-H: Mantel-Haenszel; Fixed: analysis model; CI: confidence interval; Chi2: Chi-square; df: 
degrees of freedom; P: p value; I2: I-square: statistical heterogeneity; Z: test used for 
statistical significance; OPC: oropharyngeal colostrum. 
 
3.4.7.3.9 Retinopathy of prematurity (ROP) 
Two trials; Rodriguez 2011 and Mota Ferreira 2016, reported the rate of ROP in 165 enrolled 
preterm infants; (OPC: 90; control: 75 infants). There was no statistically significant 
difference in the incidence of ROP between the two groups (Figure 3.16). There was no 
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heterogeneity across the trials, I² = 0%. The quality of evidence was very low due to 
imprecision and performance and reporting bias. 
 
Figure 3.16  Forest plot comparing Retinopathy of prematurity for preterm infants 
receiving OPC or control 
Each trial is represented by a horizontal line; width of the line: 95% CI. Blue box: mean effect 
estimate and the weight assigned to the trial. Middle vertical line (1): no effect. Black 
diamond: overall effect of estimate (upper and lower angles: effect size; width: 95% CI); M-H: 
Mantel-Haenszel; Fixed: analysis model; CI: confidence interval; Chi2: Chi-square; df: 
degrees of freedom; P: p value; I2: I-square: statistical heterogeneity; Z: test used for 
statistical significance; OPC: oropharyngeal colostrum. 
 
3.4.7.3.10 Reported adverse effects  
Five trials; Rodriguez 2011, McFadden 2012, Romano-Keeler 2016, Mota Ferreira 2016 and 
Glass 2017, reported adverse effects narratively indicating that all infants tolerated the 
intervention and no adverse events were observed during the study period. No specific 
definitions for adverse effects were described by the studies. However, two reports only 
briefly described the adverse effects; Rodriguez 2011 reported "no recorded episodes of 
apnoea, bradycardia, desaturation or other adverse effects" but did not define the adverse 
effects. Glass 2017 stated, “Apnoea and bradycardia events during the procedure as well as 
the occurrence of aspiration pneumonia were charted according to unit policy”. As no 
numerical data were provided by these trials, a meta-analysis was not performed, and the 
adverse effects were narratively presented in the SoF table (Table 3.5). The quality of 
evidence was very low owing to imprecision and high to unclear risk of bias. 
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3.4.8 Quality of evidence  
All outcomes with pooled data from the included trials were assessed for the quality of 
evidence applying the GRADE approach. Based on the recommendation of the CNG seven 
outcomes were only included in the SoF table. Assessment of the quality of evidence for 
each outcome is presented in the SoF table. (Table 3.5).  
The overall quality of evidence ranged from low to very low across all the outcomes of 
interest for this review. It was downgraded due to concerns about allocation concealment 
and blinding in the highest weighted studies, concerns about incomplete outcome data, small 
sample sizes with few events, wide confidence intervals crossing the line of no effect in 
almost all the outcomes and high heterogeneity in some outcomes.  
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      Table 3.5  Summary of Finding (SoF) table:  
        Oropharyngeal colostrum (OPC) compared to control (water, saline, or no intervention) in preterm infants 
Outcomes 

















3 per 100 4 per 100 








The quality of evidence was downgraded 
to very low due to very serious risk of 
bias (four out of six studies were not 
blinded, and two studies had unclear 
randomisation). Very serious impression 
(small sample size and wide CI) 
Incidence of late-
onset sepsis 
20 per 100 17 per 100 








The quality of evidence was downgraded 
to very low due to very serious risk of 
bias (four out of six studies were not 
blinded, and two studies had unclear 
randomisation). Very serious impression 
(small sample size and CI crossed the 
line of no effect). 
Death before 
discharge to home 
6 per 100 5 per 100 








The quality of evidence was downgraded 
to very low due to very serious risk of 
bias (75% of the included studies were 
not blinded, and two studies had unclear 
randomisation). Very serious impression 
































The quality of evidence was downgraded 
to very low due to very serious risk of 
bias (75% of the included studies were 
not blinded, and two had concerns about 
allocation concealment and unclear 
randomisation). Serious impression 
(small sample size and CI crossed the 
line of no effect in three trials). 
Length of hospital 
stay 













The quality of evidence was downgraded 
to very low due to very serious risk of 
bias (50% of the included studies were 
not blinded and had concerns about 
allocation concealment. One study had 
unclear randomisation). Serious 
impression (small sample size and CI 





6 per 100 
(3 to 52) 
7 per 100 








The quality of evidence was downgraded 
to low due to very serious risk of bias 
(75% of the included studies were not 
blinded, and had concerns about 
randomisation). Serious impression (very 
small sample size, variable effect size 




















No pre-defined adverse effects have 
been described by all the studies. 
Adverse effects were narratively 
reported as no adverse effects with the 
intervention. No numerical data were 
provided. One study reported ‘‘no 
recorded episodes of apnoea, 
bradycardia, desaturation or other 
adverse effects’’ but without defining the 
adverse effects. A second study stated 
that ‘‘no adverse events were noted’’, 
and another mentioned in the method 
section that ‘‘apnoea, bradycardia 
events and aspiration pneumonia were 





The quality of evidence was downgraded 
to very low due to very serious risk of 
bias (75% of the included studies were 
not blinded, and two contained concerns 
about randomisation and allocation 
concealment). Neither definitions of 
adverse effects nor the methods used for 
monitoring were reported. A narrative 
report was conducted without a clear 
statement of adverse effect, and 
estimates were not precise. 
* The risk in the intervention group (and its 95% confidence interval) is based on the assumed risk in the comparison group and the 
relative effect of the intervention (and its 95% CI).   
“GRADE Working Group grades of evidence 
High quality: We are very confident that the true effect lies close to that of the estimate of the effect 
Moderate quality: We are moderately confident in the effect estimate: The true effect is likely to be close to the estimate of the effect, 
but there is a possibility that it is substantially different 
Low quality: Our confidence in the effect estimate is limited: The true effect may be substantially different from the estimate of the 
effect 
Very low quality: We have very little confidence in the effect estimate: The true effect is likely to be substantially different from the 
estimate of effect.” 
CI: Confidence interval; RR: Risk ratio; MD: Mean difference; RCT: randomised controlled trials; GRADE: Grading of 





3.5 Discussion  
3.5.1 Key findings  
Based on predefined eligibility criteria, this review included six RCTs that considered the 
effects of using OPC in preventing mortality and other morbidities in preterm infants (357, 
358, 417, 502, 505, 506). These trials were recent; conducted between 2010 and 2016 and 
therefore, the results are relevant to the current practice of the care for preterm infants. All of 
these studies were small and from single centres, involving 335 infants with sample sizes of 
between 12 and 149 patients. Participants had gestational ages ranging from 25 to 32 
weeks’ gestation and birth weights between 410 to 2500g (Table 3.2).  
As no other comparisons have been studied by RCTs, this review focussed on only one 
comparison; namely the early use of OPC versus control in preterm infants. All the included 
studies administered OPC within 48 hours of birth, and own mother’s colostrum was used 
except for one trial. Mota-Ferriera 2016 (505) used human donor milk for infants assigned to 
the colostrum group if mother’s colostrum was not available, this could introduce bias into the 
results as preterm infants fed with own mother’s milk have a better outcome than those who 
fed donor milk (507, 508); which could partly be explained by the effect of pasteurisation on 
the bioactive factors and nutrients of the milk (509). 
Generally, the included studies were of low methodological quality (high to unclear risk of 
bias). Most of the included studies were not blinded and contained concerns about allocation 
concealment, and one study, Mota Ferreira 2016 (505), was unpublished data. The overall 
quality of evidence ranges from low to very low across almost all the outcomes of interest for 
this review.    
3.5.2 Primary outcomes 
All the included trials reported the primary outcomes of the review; ‘incidence of NEC’, 
‘incidence of LOI and ‘death before discharge home’. Meta-analyses of the available trial 
data for these outcomes showed no significant differences between OPC and controls in the 
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‘incidence of NEC’ (p = 0.51), ‘incidence of LOI’ (p = 0.43) and ‘death before discharge 
home’ (p = 0.51) in preterm infants <37 weeks’ gestation. These are expected findings as all 
the included studies were small trials with insufficient power to detect statistically significant 
differences but clinically important effects in the incidence of NEC, LOI, nor death. These 
results are however consistent with the biological plausibility of OPC administration 
improving outcomes as suggested by previous studies (353, 355, 377). There is an ongoing 
trial (352) that aims to recruit 489 extremely preterm infants with birth weight <1250 grams, 
during the first 96 hours of life. Once available, including the results of this trial in the meta-
analysis might modify the overall estimates of effects and the conclusions.  
3.5.3 Secondary outcomes 
Several secondary outcomes were considered in this review including, days to full enteral 
feeds, length of hospital stay, pneumonia, CLD, days of antibiotic therapy, days of parenteral 
nutrition, weight gain at discharge home, ROP, receiving any breast milk at discharge home. 
There were no differences between OPC and the controls for the secondary outcomes 
except for the outcome; ‘days to full enteral feeds’. Six trials reported on days to full enteral 
feeds and found that infants who received oropharyngeal colostrum established full enteral 
feeding faster compared with those who received the control (Figure 3.9). However, at the 
study level, only two trials (Rodriguez 2011 (417) and Mota-Ferreira 2016 (505)) 
demonstrated a reduction in time to full enteral feeds in the OPC group compared to the 
control. There was some variability across the trials as indicated by the statistical test of 
heterogeneity (I2=53%); albeit heterogeneity, it could be explained by variability in defining 
time to full enteral feeds between the included studies (100-150 ml/kg/day). Although there 
was a moderate heterogeneity, a fixed-effect model was used for analysing this outcome 
because it is more powerful and estimates the best effect, which is needed for best practice, 
for an intervention. Furthermore, two studies reported the data as median and interquartile 
range; hence, the means and SD were estimated; therefore, the observed variation in the 
standard deviations between the included studies can reflect the difference in the reliability of 
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outcome measurements; therefore, using fixed-effect model was appropriate (453). Also, 
using a random-effects model is primarily intended for unexplained heterogeneity. Moreover, 
there is more uncertainty in the I2 when there are few studies, such as in this review (453).   
This result supports the findings of previous studies in very low birth weight infants (VLBW) 
which reported earlier attainment of full enteral feeding with OPC use (353, 377, 419). 
However, these studies were small, observational studies. Another study found no difference 
in time to reach full enteral feeds between OPC and control (366), but this was also an 
observational study (before and after the adoption of OPC in a neonatal unit) that included 
only a total of 218 preterm infants. This reduction in time to attain full enteral feeds indicates 
the potential benefits of the use of OPC in preterm infants as achieving full enteral feeding 
earlier may have positive impacts on the incidence of NEC and infection, the leading causes 
of death in preterm infants (133). 
Furthermore, attainment of full enteral feeding promotes the growth of the infant and may 
consequently improve long-term outcomes for preterm infants such as neurodevelopmental 
outcomes. Earlier attainment of full enteral feeding is also associated with cost-saving by 
minimising the use of parenteral nutrition, reducing stay in the intensive care unit, and 
shorten hospital stay (47, 67). Therefore, even a small effect would reduce the burden for the 
health services and society. As the included trials did not provide information concerning the 
feeding status of the participating infants during OPC administration, it is possible that a 
confounder effect could be created by the strategy of infant's feeding. Of note, the included 
trials did not show consistent evidence of an effect on length of hospital stay. The findings 
should be cautiously interpreted with consideration of the low quality of the evidence 
because the included trials had a high risk of bias, and serious impression due to small 
sample sizes with few events and a wide confidence interval.   
Although the included studies in this review stated that, no reported adverse effects related 
to the procedures of OPC administration to preterm infants in the first few days after birth, 
selective reporting bias (an outcome non-reporting bias (490)) is a potential concern. As all 
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the studies had no pre-defined adverse effects and described adverse events narratively 
such as no adverse events with the intervention and no numerical data were provided, 
therefore, the estimates are not precise, and meta-analysis was not conducted. Additionally, 
the methods used in monitoring adverse effects, and the duration and frequency of 
monitoring were not detailed by the authors. However, the lack of data does not necessarily 
indicate that the intervention is safe. Furthermore, the studies were not blinded, have small 
sample sizes, and OPC was provided by different procedures. Some methods could be 
associated with a higher risk of adverse effects, such as using a syringe to provide fluid to an 
infant may increase the risk of aspiration compared to using a swab (510). Previous studies 
have suggested the safety of OPC but so far studies were not powered or designed to 
assess adverse effects (353-355, 422).   
All the included trials were able to administer OPC within the first 48 hours of life; this is 
indicating that collection of sufficient volume of colostrum within the first 48 hours of life is 
possible which support the feasibility of OPC. Likewise, previous studies also have reported 
the feasibility of OPC (354, 366, 422).  
3.5.4 Agreements and disagreements with other reviews 
Based on a comprehensive search strategy, this is the first Cochrane review addressing the 
use of OPC in preterm infants. This review focuses on OPC administration within the first 48 
hours of life. There is a previous systematic review (413) published in 2014 that assessed 
the effect of oral therapy with colostrum compared with no colostrum in ill newborn infants. 
The authors concluded that there was no strong evidence for supporting the efficacy of 
colostrum oral care in reducing morbidity and mortality for sick neonates. Although the 
previous review included different study designs (observational, retrospective, RCTs, non-
randomised studies) without meta-analysis unlike this review which only included RCTs and 
undertook meta-analysis, the findings were generally consistent with this Cochrane review.  
Of note, a recent systematic review was published in July 2018 while this Cochrane review 
was in the process of publication. The recent review (511), was a narrative review conducted 
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to address the impact of OPC on the health of preterm infants; similarly, the authors’ s 
conclusion was generally consistent with this Cochrane review; however, it included studies 
with variable methodology; RCTs, non-RCTs and observational studies. This narrative review 
had some drawbacks such as failure to retrieve many studies (355, 358, 366, 419, 422) 
which were potentially relevant to its criteria.  
3.5.5 Overall completeness and applicability of evidence 
Participants in the included trials were very or extremely preterm infants with very low birth 
weight. One study reported that five of 30 participants were small for gestational age (Glass 
2017) while all the included trials did not indicate small for gestational age or compromised in 
utero such as abnormal maternal Doppler as exclusion criteria. The majority of the trials 
included ventilated infants, and only Rodriguez 2011 included the need for “vasopressor 
medications at a dosage of > 10microg/kg/min” as an exclusion criterion. Therefore, the 
review findings should apply to most preterm and very low birth weight babies. Additionally, 
all the included trials were conducted in high-income countries. Therefore, studies from low-
income countries would improve the generalisability of future studies. 
3.5.6 Potential bias and limitations 
Potential publication bias was the main concern with this review. An extensive search with no 
language and regional restrictions was conducted including reference lists of the included 
trials and relevant studies. Proceedings and abstracts of major perinatal conferences were 
also searched for any unpublished study, an attempt to minimise any publication bias. 
However, it is possible that some relevant studies may still have been missed. There were 
insufficient studies to perform a funnel plot analysis to explore possible publication or 
reporting bias (495). However, for this review publication bias could not be assessed as all of 
the included studies are small, and most of the trials have been registered in a clinical trials 
registry. Moreover, that these studies reported insignificant results makes it less of likely as 
publication bias arises when there is a tendency for the publication of large trials and 
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acceptance and publication of manuscripts based on positive results rather than negative or 
null results (512, 513).   
Reporting bias was another concern; incomplete reporting of the results by some of the 
included trials. To minimise this bias trials authors were contacted for additional information 
when needed, many of them provided missing data which were reported in the review. The 
majority of data included in the analyses were obtained from study reports (published or 
unpublished), and additional information was provided by study authors. Mota Ferreira 2016 
reported continuous outcomes as a median (IQR), and mean (standard deviation (SD)) was 
not available on request. Therefore, a normal distribution was assumed and mean ± SD was 
estimated (494). Moreover, intention-to-treat analysis (ITT) was not conducted by some 
studies. ITT analysis, which is highly endorsed to estimate the unbiased effect of an 
intervention in RCTs (514, 515), was applied when missing or unclear data were provided by 
the study authors.  
Furthermore, to ensure that any bias in the review is avoided, all the stages (study search, 
screening of search result, data extraction and analysis and assessment of the risk of bias 
and quality of studies) of the review were conducted independently by the review authors.  
The review results were limited by lack of participants with just of few eligible small trials 
enrolling a low number of participants and events and some outcomes being reported only by 
one trial.  
3.6 Conclusion 
Despite the risk of bias and the low quality of the studies, this systematic review presents 
updated information regarding the available evidence on the use of OPC in preterm infants 
and provides data for designing future clinical trials, which are still needed. 
3.6.1 Implications for practice 
Based on the currently available studies, there was insufficient quality evidence to ascertain 
if oropharyngeal administration of colostrum to preterm infants during the first 48 hours of life 
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can reduce the risk of NEC, late-onset infection, or death until discharge in preterm infants. 
There was a trend towards earlier attainment of full enteral feeding with OPC but no impact 
on the length of hospital stay. Results from an ongoing study may alter these conclusions.  
3.6.2 Implications for research 
Does OPC prevent mortality and morbidities in preterm infants? Could OPC be implemented 
as a part of the standard care for preterm infants?  There appears that no high-quality 
evidence to answer those questions and additional, larger RCTs are required to answer 
these questions conclusively and assess the efficacy and safety of OPC in the care of 
preterm infants. Therefore, large well-designed randomised controlled trials are needed to 
assess the efficacy and safety of OPC in the care of preterm infants.  
Future trials should be powered to assess the effects of OPC on clinically critical and 
important outcomes such as NEC and LOI. A preceding consensus on dose and procedure 
of OPC administration, inclusion of the most immature and smallest (including growth-
restricted) infants with other intensive care needs (such as mechanical ventilation and 
inotropic support) will enable broader application of the evidence to groups at highest risk. 
Trials should also aim to evaluate the impact of OPC on prematurity-related long-term 
morbidities such as neurodevelopmental outcomes and chronic lung disease. Large, 
observational, prospectively designed studies can be undertaken to address adverse effects 
and long-term outcomes.  As OPC can be provided by parents and caregivers, the 
involvement of parents and infants carers in designing trials may highlight important 




Chapter 4. The impact of oropharyngeal administration 
of mother’s colostrum on the clinical outcomes of 
preterm infants: a case-control study 
 
4.1 Chapter overview  
Chapter 2, showed that the UK neonatal units have adopted the use of OPC despite lack of 
evidence and recommended by the neonatal professionals. The Cochrane systematic review 
(Chapter 3) also showed that no published randomised controlled trial (RCT) investigated the 
effects of OPC in preterm infants in the UK. The study described in this chapter was then 
designed to investigate whether there is an association between OPC and clinical outcomes 
of preterm infants in the UK. It was prospectively designed and utilised data collected from 
patient medical records (medical notes and electronic patient records) using the UK National 
Neonatal Database (BadgerNet Neonatal) and the UK National Health Services (NHS) 
Trust’s Digital Health Records (DHR)). This study had a favourable opinion from the Faculty 
of Medicine & Health Sciences Research Ethics Committee, University of Nottingham (UoN): 
A09102016 Audit 16-086C (Appendix 6).                             
4.2 Background  
Preterm infants (born before completed 37 weeks of gestation) are a population at high risk 
of morbidity and mortality.  Although advances in neonatal care have led to increases in 
survival rates, premature infants carry a high burden of short and long-term morbidities. 
Further discussion of prematurity-associated complications is described in Section 1.1.8.     
OPC is a new practice introduced to deliver colostrum to preterm infants. It was postulated 
that early OPC (i.e. during the first week of life) could stimulate the immune system and 
protect the infant from infections and other conditions such as necrotising enterocolitis (NEC) 
(353, 356, 358, 516). More details about the compositions and benefits of colostrum and 
OPC were given in sections 1.1 1 and 1.16.  
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4.2.1 Case-control study 
A case-control design is a category of observational studies. Observational studies are 
classified under analytical designs and subdivided into cohort, case-control and cross-
sectional studies. In observational studies, there is no intervention conducted by the 
investigators; the researchers observe and assess the association between exposure and 
outcomes or disease (517).     
The case-control study was first recognisably used in 1926 in a study, evaluating risk factors 
for breast cancer (518) and it became more famous in the biomedical research after the 
publication of a study that reported the association of smoking and lung cancer in 1950 
(519).  
In a case-control study, cases are identified by a predefined exposure, treatment or outcome 
which could be an intervention such as drug treatment or a surgical procedure, faced an 
adverse effect or suffered from a disease. Data from these cases are then compared with 
those of selected controls from the same population as the cases but without the exposure, 
treatment or outcome. Data are usually collected retrospectively.  A case-control study is a 
useful design for evaluating associations between diseases and risk factors, and 
investigating rare diseases and outcomes (520); however, unrecognised confounders may 
bias the findings. RCTs are the gold-standard design for evidence-based medicine and 
classified as Level-I evidence (521). RCTs could bridge the gap regarding efficacy, safety 
and feasibility for interventions, however, the generalisation and implementations of the 
intervention in the standard care remain under the health services and in certain situations, 
RCTs might be questioning to conduct (522). As health services focus on more broad 
populations, they still depend on observational studies especially in evaluating practices, 
regional variations and national health outcomes (523).  
Although observational studies (classified as Level-II and III evidence (521)) such as case-
control studies can be especially useful when RCTs would be unethical, but they may also be 
used to generate hypotheses and data for future studies (442, 520). Moreover, they have the 
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advantages of being less expensive, quicker to conduct and usually need fewer cases in 
comparison to cohort and cross-sectional studies. However, case-control studies have been 
criticised because of the potential risk of selection and recall bias (517) and the inability to 
determine causal relationships.  
4.2.2 Use of secondary data in research 
Secondary data was defined as data that are collected for purposes other than the research 
for which they have been used and originally were collected by other individuals (such as 
universities, governments, institutions and hospitals) who were not involved in the research 
(524). Whilst collecting data by the researcher is more useful to answer a specific research 
question; however, it is not possible nor feasible to obtain all the required data, especially in 
longitudinal observational studies. Therefore, using secondary data is a practical tool for data 
collection and usually represents larger population or all population of a country and provide 
more comprehensive data sets (524); these may broaden the external validity of the 
research. 
Using secondary data is cost-effective and saves time as most of the secondary data have 
pre-set statistical software that could provide the researcher with ready coded data in 
downloadable files for analysis (525).  The breadth and the depth of secondary data 
strengthen the quality of the data especially governmental and national data sets (526); this 
advantage may power the quality of the research which, used those secondary data 
especially retrospective studies.  
Secondary dataset usually designed and weighted by individuals who are specialised and 
experienced in the topic of the data set (524). For instance, data representing a subgroup of 
a population, such as the National Neonatal and Statistics Database, and specific disease 
registries, may provide the researchers with data that are more detailed and a larger sample 
regarding their target population especially if the target sample of low prevalence. Moreover, 
using secondary data might assist the researchers with long-term follow up as some of them 
are longitudinal data that have been collected over a long period (524). Secondary data also 
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offers the researchers with opportunities to compare their results with others who used the 
primary and secondary data. Therefore, secondary data analysis has been used in this 
study.  
However, using secondary data has some disadvantages; lack of data related to the 
research questions and how the data was collected or the data may have different definitions 
for research specific variables (525). Therefore, it is important to know what the primary 
objective of the secondary data was. In contrast to primary data, requesting additional data, 
or follow-up data could not be conducted when using secondary data (526) and it may not 
provide information regarding a very recently adopted guidelines or policies.     
4.2.3 Electronic Health Records (EHRs) 
Information technology (IT) has been identified as an important empower to improve health 
care services. Electronic health record was defined as a digital recording of patients and 
population health information on a longitudinal pattern. It was emerged after an initiative from 
the Institute of Medicine’s Quality of Health Care in America to improve and innovate the 
health care delivery system in 2001 (527).  EHRs is patient-centred records that allow secure 
and instant availability of patient’s information for authorised peoples. EHRs comprise very 
comprehensive information about patients’ medical histories, laboratory tests, diagnostic 
images, medications and progress reports from all clinical specialities that involved in the 
care of a patient (528, 529). A patient EHR is a real-time record that collates the patient’s 
current and past health information in one record, available anytime and anywhere; hence; 
the researchers could study health issues and interventions as occur in actual practice that 
may facilitate clinical implication of the findings (530). 
Furthermore, EHRs could be managed and assessed by multiple organisations and health 
providers; helping coordination between health services and institutions. Therefore, EHRs 
are useful tools for improving the availability and security of information and promising 
methods for national and international comparisons that would lead to improved health care 
(531). EHRs have many advantages such as  (529): 
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- easy and quick access to a patient’s records 
- reduction of medical errors and empowering a safer and reliable prescription 
- cost-effective by reducing paperwork, repetitions of laboratory tests and diagnostics 
images 
- improved decision making by incorporating the patient’s data from various sources 
- provide updated patient’s information 
- allow better communications between different health care services    
- save time by easier centralised patient management and provide specific-topic 
queries 
- enhance organisations and accuracy of health information 
- facilitate clinical audits, quality improvement and support research 
The use of EHRs also has some limitations such as (524, 532):  
- different primary purposes from the research questions  
- variability in the recorded patient’s data 
- design of the EHRs might have an impact on data extraction especially if the data 
entered in a text-free format 
- missing or insufficient data or both 
- accessibility to specific databases as authorisation is usually required.  
4.2.4 Neonatal databases in the UK 
Neonatal networks approach improves the quality of neonatal care (533), in 2003, the UK 
Department of Health highly recommended that neonatal units collaborate in the form of 
formally structured clinical, networks to provide safe and efficient maternal and neonatal care 
(403). Since 2004, neonatal data have been shared across neonatal units through EHRs 
(534). Initially started regionally and subsequently extended nationally in BadgerNet neonatal 
database. In 2007, the National Neonatal Research Database (NNRD) was established with 
the aims of improving clinical data records and neonatal services and assisting research, and 
currently, approximately 190 UK (England, Wales and Scotland) neonatal units contribute 
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data to NNRD (531, 535). The NNRD includes very comprehensive and precise data on 
every neonatal admission across the UK and covers all episodes of hospital stay for every 
newborn infant (Neonatal dataset, is an NHS approved Information Standard (535)). The 
BadgerNet neonatal is the primary source of data within the NNRD. The NNRD is approved 
by the National Research Ethics Committee; hence, for this study, the BadgerNet neonatal 
database was used as a source for data collection. 
4.2.4.1 BadgerNet neonatal database  
BadgerNet Neonatal Electronic Patient Record is a national database that provides an 
electronic recording of patient data in neonatal units throughout the UK (536). It was 
designed to assist the paperless recording of patient’s information within a neonatal unit and 
connect to BadgerNet data from other neonatal units; also permits daily recording of events 
occurring during the same period. BadgerNet Platform is produced and managed by a 
commercial medical software company; Clevermed Limited  (537), which has an agreement 
with the UK Trust to provide perinatal data management services for the BadgerNet platform 
(536). Clevermed provides secure data, live reporting of data and connects health networks 
in the UK. Moreover, it regularly updates the software according to the latest IT technology.  
BadgerNet neonatal offers comprehensive, detailed records for neonatal units; including 
detailed clinical and nursing notes, charting and handover, fluids management, procedures, 
medications, trend monitoring and clinical reviews. It also provides clinical summary reports 
such as admission, pregnancy and labour details and detailed discharge letters from 
recorded data during the stay at the neonatal unit (531).  
BadgerNet is a useful tool for data collection in clinical research, and most of the recorded 
items are similar to those required for research purposes and expected to be more valid than 
administrative data (538, 539). Furthermore, BadgerNet neonatal has been designed to offer 
easily searchable and extractable data for the researchers. However, missing data, lack of 
standardisation for some clinical variables could be significant limitations. In BadgerNet 
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neonatal, this issue has been minimised by using a structured list of items (540) and 
providing a descriptive dictionary for the data.  
Of note, data within the Badger Neonatal database are regularly assessed by the National 
Neonatal Audit Programme (NNAP), a project carried out by the Royal College of Paediatrics 
and Child Health (RCPCH) to assess and monitor the quality of care provided by the 
neonatal units in England, Scotland and Wales (414). The quality of the data is also 
monitored by the performing and publications of studies that evaluate the accuracy, validity 
and quality of  the recorded data (541). Therefore, BadgerNet neonatal has been recognised 
to be an appropriate, accessible and cost-effective source of data.  
4.2.5 Rationale of the study  
According to a survey of neonatal professionals presented in Chapter 2, OPC use is 
progressively increasing among UK neonatal units with variable practice between the units. 
However, to the best of my knowledge, no previous studies have explored the clinical impact 
or feasibility of using OPC in preterm infants in the UK.  In this chapter, I evaluate the effects 
of OPC administration on the health outcomes of preterm infants and assess the feasibility of 
performing this practice in the UK neonatal units.  
4.2.6 Hypothesis and aim 
This study hypothesised that administrating mother’s colostrum by the oropharyngeal route 
to preterm infants during the early neonatal period would lead to improved feeding tolerance 
of preterm infants, shorten hospital stay and improve nutritional outcomes while decreasing 
the incidence of prematurity-related morbidities.  
This study aimed to evaluate the impact of OPC during the early neonatal period on the 




4.2.7 Objectives  
4.2.7.1 Primary objectives  
The primary objectives of the study were:   
- to assess the hypothesis that oropharyngeal administration of mother’s own 
colostrum is associated with improved feeding tolerance in preterm infants and 
shorter time to full enteral feeds 
- to evaluate the feasibility of assessing the efficacy in preterm infants. 
4.2.7.2 Secondary objective  
The secondary objective of this study was: 
- to determine if there are relationships between OPC administration and short-term 
clinical outcomes of preterm infants such as NEC, sepsis and nutritional outcomes. 
4.3 Methods  
In February 2017, in the UK, the Nottingham Neonatal Service (i.e. the Neonatal Units of the 
Queen Medical Centre (QMC) & City Hospital (CH) Campuses of Nottingham University 
Hospitals NHS Trust (NUH)), adopted OPC for the care of preterm infants as a quality 
improvement project supported by a guideline (396); Appendix 7). The two Nottingham 
neonatal units are neonatal intensive care units (NICUs), specialised in the management and 
care of preterm and sick newborn infants. They are the neonatal lead units for the Trent 
Perinatal Network; one of the clinically managed Operational Delivery Networks for the UK 
neonatal services (401). Together, the two neonatal units provide neonatal intensive care, 
high dependency care (24 beds) and special care (14 beds). The average annual admission 
of babies to the units is approximately 1500 babies with preterm infants (less than 37 weeks 
gestation) constituting about 45% of the total yearly admissions.      
4.3.1 Study design 
The study design was an observational, historical case-control study that compared preterm 
infants before, and after, the implementation of oropharyngeal colostrum guideline in the care 
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of preterm infants. It was a single centre study conducted at the two Nottingham neonatal 
units (QMC and CH) in the UK.  
A matched case-control design was chosen to minimise potential confounding by reducing 
baseline differences between the two groups. Controls were matched for the well-known risk 
factors that influence the outcomes of preterm infants (151, 542). The controls were matched 
to OPC cases by sex, gestational age and the closet birth weight, in a ratio of 2:1 to increase 
the power of the study and ensure comparability between the study groups (543). Pre-
defined inclusion and exclusion criteria were used to avoid possible selection bias that can 
limit the validity of research using this type of study design (517). 
The study compared two groups: an intervention group (OPC) and a control group (Pre-
OPC). The OPC cohort included preterm infants admitted to the neonatal units after the 
adoption of OPC (February, 2017) and received OPC by the unit guideline. The control group 
(Pre-OPC) was identified from preterm infants admitted to Nottingham neonatal units before 
the adoption of OPC use.  
4.3.2 Participants 
Participants were preterm infants < 32 weeks’ gestation or/ and ≤1500g birth weight. For the 
intervention (OPC group), eligible infants were identified from the neonatal units at the QMC 
and City hospitals. For the control (Pre-OPC) group, participants were identified from the list 
of preterm infants admitted to the two Nottingham neonatal units before the adoption of OPC 
using the BadgerNet Neonatal for the Nottingham neonatal service.   
4.3.2.1 Inclusion criteria  
- Gestational age less 32 weeks. 
- Birth weight of 1500g or less. 
- Admission to neonatal units within 96 hours of birth. 
4.3.2.2 Exclusion criteria 
- Major congenital anomalies. 
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- Maternal HIV infection. 
- Maternal drug use as a known contraindication to breastfeeding. 
Other exclusion criteria for enteral feeding in the neonatal units, such as inotrope use did not 
constitute exclusion criteria for this study.  
4.3.3 Data collection 
4.3.3.1 Source of data  
Data were collected from the infants’ medical records. For the OPC group, the data were 
collected prospectively from the infant’s medical notes, nursing charts and records. Badger 
Neonatal database and the NHS Trust’s DHR were also used as needed such as when the 
infant discharged to a postnatal or paediatric ward. For the Pre-OPC group, all data were 
primarily extracted from the Badger Neonatal database. The NHS Trust’s DHR has also been 
used if data were missed or unavailable in the Badger database.   
4.3.3.2 Types of data  
The following demographic and clinical data of the participants were collected: 
- Date of birth, date & time of admission to the neonatal unit, gestational age, sex, birth 
weight, date of hospital discharge. 
- Clinical characteristics of each infant such as: 
o mode of delivery, multiple gestations, delivery room resuscitation, 1 & 5-min 
Apgar score, non-invasive ventilation, mechanical ventilation, central line 
placement, nasogastric tube, use of parenteral nutrition and medications 
o detailed feeding history, including; type of milk, mode of feeding, date of 
commencement, volume received during the intervention, date of attainment of 
full enteral feeding and discharge feeding 
o morbidities during the hospital stay, including; NEC defined as Bell’s criteria 
stage II or more, clinical or culture-proven late-onset sepsis, pneumonia and 
any serious complications 
o death 
o weight and clinical status on discharge home. 
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- Administration of oropharyngeal colostrum included; time of starting, the frequency of 
OPC, the number of doses and total volume received by an infant, days of receiving 
OPC and adverse effects related to the OPC procedure. 
- Maternal history, depending on data that were available from the infant’s record and 
included; age, multiple pregnancies, pre-eclampsia, premature rupture of membrane, 
prolonged rupture of membranes (>12hours), antibiotic therapy, antenatal steroid 
administration, antenatal infection, other medical illness.  
4.3.4 Outcome measures 
4.3.4.1 Primary outcomes  
- Days to attain full enteral feeding defined as (150 ml/kg/day) sustained for 72 hours.  
- Feasibility of OPC administration defined as an infant received OPC within 96 hours 
of life and received 50% or more of the planned doses.   
4.3.4.2 Secondary outcomes  
- Length of hospital stays to discharge home (days). 
- Days to start enteral feeds (gavage, oral feeding or both). 
- Days of parenteral nutrition received by the infant. 
- Days of mechanical ventilation the infant had.   
- Incidence of NEC (defined as modified Bell’s criteria ≥ II (167). 
- Late-onset sepsis (LOS): clinically suspected and culture confirmed after 72 hours of 
life. 
- Adverse events within 60 minutes of OPC administration:  
o bradycardia - decrease in heart rate to <100/min 
o tachycardia - increase in heart rate to >200/min 
o tachypnea - increase in respiratory rate to >80/min 
o apnoea - cessation of breathing for >20 seconds 
o decrease in oxygen saturation (SpO2 %) to <80%  
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o milk aspiration (an episode of choking/milk in the mouth with consistent chest 
X-ray changes).   
Data related to OPC administration was not available in the electronic databases (Badger 
and Trust DHRs), data for adverse events were exclusively and prospectively collected 
from the infants’ record charts at the neonatal units. Nursing reports and medical notes 
were also used for collecting these data. A study-specific form was created for collecting 
data for OPC administration, including the adverse events (Appendix 8). 
- Incidence of death before discharge to home. 
- Rates of breastfeeding at hospital discharge to home (exclusive/mixed/none). 
- Weight at hospital discharge. Weight-for-age Z (WAZ) score was used to assess 
weight against weight for age percentiles.  WAZ score was calculated using clinical 
actual age percentile Z-score calculator (544).  
Weight-for-age, height-for-age and weight-for-height, Z-scores are widely recognised as 
the best approach to analyse and present anthropometric data (545). The Z-score is the 
number of standard deviations (SD) above or below the reference mean or median of a 
dataset (545). It can compare results across age groups. Z-score allows combining sex 
and age groups and can be computed as summary statistics such as means and SD that 
can be used to describe nutritional status for population (545). The cut-off point of <-2 SD 
to >+2 SD was used by the World Health Organization (WHO) to classify nutritional 
status child growth and malnutrition (546).  
4.3.5 Blinded Endpoint Reviews (BERs)  
BERs were performed for the outcome incidence of NEC during the hospital stay to 
determine definite NEC cases and ensure they have met the pre-specified criteria. Endpoint 
refers to a targeted outcome of a clinical study that can be measured objectively to 
investigate if the studied intervention has effects, such as survival, the incidence of disease, 




NEC is a critical clinical outcome with significant short and long-term sequelae in preterm 
infants. Lack of consistent case-definition may potentially lead to difficulty deciding if an 
infant had NEC (548), and may also lead to variation in reporting NEC cases in the Badger 
neonatal database where data are documented as part of routine clinical care.  
Two clinicians (subspecialist neonatal registrars) independently reviewed the information of 
all cases of a possible diagnosis of NEC among the study cohort. The reviewers were also 
masked/blind to the study groups. The two reviewers were independent of the study to avoid 
any possible perception bias. If a consensus could not be reached, cases would be 
discussed with a third reviewer (consultant neonatologist). Based on the final decisions of the 
reviewers, NEC has been recorded as confirmed or not occurring.  
A BERs form (Appendix 9), containing data on all cases potentially diagnosed with NEC, was 
prepared and submitted to the reviewers as either as a paper or electronic copy based on 
reviewer preference. Every reviewer assessed each case and completed the form and 
returned it to the study investigator. The two independent reviews were compared for each 
case, and whenever the reviews did not agree, this was clarified by discussion between the 
two reviewers.  
4.3.6 Statistics  
4.3.6.1 Sample size 
This study was originally powered to demonstrate a likely difference in the primary outcome 
(time to full enteral feeds). The sample size was based on the results of previous studies 
[estimated mean ± SD, Pre-colostrum: 29.3 ± 15.6; Colostrum: 25.3 ± 12.8 days); p = 0.02 
(353)] and [mean ± SD, Placebo: 24.17 ± 8.66; colostrum: 14.29 ± 5.74); p = 0.03 (417)], 
assuming a mean difference in the time for attainment of full (150ml/kg/day) enteral feeds of 
four days between the two groups. With a significance level of 0.05 and power of 80%, 111 
infants would be needed to detect a clinical difference of four days in the primary outcome 
(days to full enteral feeds). It was also based on the cases being matched by a 1:2 ratio with 
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controls (2 controls per 1 OPC case; 37 for the OPC group and 74 for the pre-OPC group) to 
increase the strength of the study. 
After the study commenced, it became apparent that hazard ratio analysis was a more 
appropriate and powerful way to analyse these data. A post hoc power calculation was 
therefore; performed before assessing the data using this method. Based on two to one 
allocation ratio, an alpha of 5% (nQuery software power calculation (46)), found that the 
study sample size of 111 infants provided approximately 80% power to detect a hazard ratio 
of 0.5 or 90% power to detect an HR of 0.45, assuming minimal drop-outs. 
4.3.6.2 Statistical analysis  
Statistical analysis was conducted using the Statistical Package of the Social Science 
version 23 (IBM 2013, (549)) for Windows and statistical significance described with a p-
value of <0.05.  
Continuous variables were tested for normality using histograms. Data were described 
according to the data distribution as a mean ± standard deviation (SD) for normal distribution 
and median (interquartile range (IQR)) for skewed data. Comparisons between the study 
groups, for continuous variables, and differences in outcomes were summarised using 
independent t-tests for parametric data and Mann Whitney U tests for non-parametric data.   
Categorical data were presented using descriptive analysis (frequencies and percentages), 
and the Pearson Chi-Square test or Fishers’ exact tests were used for comparison between 
the two groups.  
Survival analysis was used to analyse time to event variables such as time to reach full 
enteral feeds, length of hospital stay, days of parenteral nutrition and days of mechanical 
ventilation.  Multivariate analysis was conducted to address potential confounding when 
there were statistically significant differences between the study groups. 
Reliability analysis, using Krippendorff alpha (Kalpha), was conducted to evaluate agreement 
between the reviewers of the BERs and the study investigator. Kalpha (550) is a reliability 
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coefficient that used in content analysis to determine agreement among independent raters, 
observers or measuring instruments; however, it is applicable where two or more approaches 
are performed to the same unit of analysis. Kalpha differs from other reliability coefficients, 
such as Cohen’s Kappa, in that it can be applied to a various number of observers, 
categories and sample sizes. It also applies to any scale or measurement levels such as 
nominal, ordinal, interval or ratio and allows for reliability with missing data (550). Kalpha’ s 
range is 1 ≥ α ≥ 0, Kalpha > 0.8 indicates strong inter-rater reliability (551).    
4.3.6.3 Dealing with missing data 
As this study was a single centre, matched case-control study, participants were similar for 
most of the baseline characteristics. Therefore, data were analysed by the complete case 
basis; for each variable; only those infants with complete data are included in the final 
analysis. 
Sensitivity analyses were also performed for missing data. A variable was considered 
incomplete if ≥ 5% was missing. Sensitivity analysis is another approach to assess the effect 
of missing data on the final analysis.  In this analysis, possible values are imputed for the 
missing data using different scenarios such as worst-case and best-case scenarios and hot 
deck imputation (552, 553). Worst and best case scenarios involve replacing missed values 
with favourable outcomes in one group and poor outcomes in the comparison group.  Hot-
deck imputation is a method (552) that involves replacing the missed data with a value from 
a similar available case within the same study. In this study, I used the data of the 
corresponding matched case for every missing value. If the results are consistent with each 
scenario, the results should be more robust.  
4.3.7 Ethical considerations  
4.3.7.1 Ethical approval 
The study was conducted as a clinical audit of practice against the current, Nottingham 
Neonatal Service Guideline (396), for the administration of OPC to infants in the NICUs 
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within the Nottingham University Hospitals NHS Trust (Audit number: ID 16-086C). According 
to the Health Research Authority (HRA) decision-tool (554), this study did not require the full 
Ethics Committee review. A favourable opinion was also received from the Faculty of 
Medicine & Health Sciences Research Ethics Committee, UoN (reference No: A09102016 
Audit 16-086C (Appendix 6)). The research was conducted according to the laws and 
regulations of the UK and the HRA (373).   
4.3.7.2 Data management and confidentiality   
The policy regarding the data of the study was as follows: 
-  ensure the confidentiality of participants 
-  ensure the secure storage of data. 
Each participant was allocated a study identity number (ID), for use on data collection 
sheets, and in the study electronic records, which also included a second anonymous 
identifier (Badger ID) as is considered best practice. A separate confidential record of the 
participant’s name, date of birth, Badger ID, local hospital number or NHS number, and the 
study ID was made to permit identification of all participants enrolled in the study in case 
additional follow-up was required. The master file linking the study ID with the infants’ 
identifiable information was kept securely and separately at the Division of Child Health, 
Obstetrics & Gynaecology (COG) of the UoN. 
The data collection sheets were handled securely according to ethical regulations and best 
practice.  The sheet was filled by hand using a black pen. Data were imported anonymously 
to electronic records, and all paper forms were stored in a locked cabinet in an authorised 
access restricted area in the Division of COG, UoN, according to the University of 
Nottingham Code of Research Conduct and Research Ethics (372).  Only members of the 
study team have access to this cabinet.  
The electronic data collection file was password-protected and stored in a secure dedicated 
web server (Z-drive, UoN) and a password-protected computer provided by the UoN. All 
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study documents were updated on 21. 05. 2018 according to the UK new General Data 
Protection Regulation (GDPR) (55) and Data Protection Act 2018 (56). 
4.3.7.3 Safety considerations 
The intervention was part of the care of preterm infants in Nottingham neonatal units. The 
study did not include samples or investigations beyond those considered as standard care in 
the neonatal units. All study data were routinely recorded clinical items that can be collected 






From March 1st 2017 to February 6th 2018, 1481 babies were admitted to Nottingham 
neonatal units at the Nottingham University Hospitals NHS Trust; QMC and City Hospital, UK 
of whom 593 infants were born before a gestational age of 37 weeks. One hundred sixty-
three infants were born < 32 weeks of gestation, and these infants were expected to receive 
OPC according to the unit guidelines. Infants were included in the study as soon as the infant 
received OPC.  
Based on the infant’s records, fifty-two infants who received OPC were identified, of these, 
15 infants were excluded (Figure 4.1). Thirty-seven infants who received OPC were therefore 
included in the study as the OPC group. The control (Pre-OPC) group consisted of 74 
matched preterm infants who were admitted before the implementation of OPC in the 





Figure 4.1 Study flow chart 
Selection of participant infants. n: number of infants; OPC (oropharyngeal colostrum) group; 
the intervention; Pre-OPC group: the control 
15 infants were 
excluded: 
- 5 infants were >32 
weeks’ gestation 
- 9 infants received 
only one dose of OPC 
- One received OPC 
after 96 hours 
postnatal age  
74 infants were matched 
based on; sex, gestational 
age and closet birth 
111 babies included in the 
study and final analysis 
- OPC group (n = 37) 
- Pre-OPC group (n = 74) 
Retrospective Pre-OPC cohort 
Selected infants were born between   
December 2012-December 2016 
52 infants received OPC 
per the unit’s guideline 
37 infants fulfilled the 
study inclusion criteria 
163 were preterm < 32 
weeks’ gestation 
593 were preterm < 37 
weeks’ gestation 
OPC was adopted by the Nottingham 
neonatal units, February 2017 
Prospective OPC cohort 
1481 babies were admitted between 
March 1st 2017-February 7th 2018 
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4.4.1 Baseline characteristics 
4.4.1.1 Infants’ characteristics   
The study sample was predominately male (64.9%). The mean ± SD gestation age was 27.6 
± 2.37 weeks, and the mean ± SD birth weight was 1042.5 ± 343.51 g. As matched groups, 
gestational age, gender and birth weight were similar between Pre-OPC and OPC groups 
(Table 4.1). There were no statistically significant differences in the baseline characteristics 
of the infants between the Pre-OPC group and the OPC group. Table 4.1 compares the 
infants’ baseline characteristics by study group.  
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Table 4.1  Infants baseline Characteristics 
Characteristic 
Pre-OPC  
(n = 74) 
Post-OPC  
(n = 37) 
p value 
Male*, n (%) 50 (67.6%) 25 (67.6%) 1.0f 
Gestational age*, week Mean± SD 27.6±2.37 27.5±2.41 0.98t 
Birth weight* g,  Mean ± SD 1041.2 ± 337.98 1045.6 ± 359.04 0.95t 










Weight Z score at birth, Mean± SD 0.039 ± 0.70 0.035 ± 0.76 0.97t 
Agar at 1 min, Median (IQR) 6 (4, 8) 6 (4, 8) 1.0 U  
Apgar at 5 min, Median (IQR) 8 (7, 9) 8 (6.75, 9)   0.71U 
First Admission temperature Mean ± SD 36.59 ± 0.56 36.52 ± 0.30 0.69t 
Inotropes, n (%) 30 (40.5%) 14 (37.85%) 0.83f 
IUGR, n (%) 9 (12.2%) 4 (10.8%) 0.87f 
Major congenital anomalies, n (%) 5 (6.8%) 3 (8.1%) 1.0f 
Postnatal steroid therapy, n (%) 14 (18.9%) 6 (17.6%) 1.0f 
CLD 39 (52.7%) 12 (35.3%) 0.12f 
Received EBM during stay in neonatal 
unit 
72(97%) 37 (100%) 0.55 f 
OPC: oropharyngeal colostrum; n: number; SD: standard deviation; AGA: appropriate for 
gestational age; SGA: small for gestational age; LGA: large for gestational age; IQR; 
interquartile range; IUGR: intrauterine growth restriction; CLD: chronic lung disease; EBM: 
expressed breast milk; t: independent t-test; U: Mann-Witney test; f: Fischer’s Exact test.             





4.4.1.2 Maternal baseline characteristics  
Most maternal characteristics recorded were also similar between the two groups, Table 4.2.  
Table 4.2  Maternal baseline characteristics 
 
There was a statistically significant difference between the two groups for the incidence of 
chorioamnionitis (p = 0.02). However, there were missing data for 9.9% (where data were not 
Characteristic 
Pre-OPC,  
(n = 74) 
Post-OPC  
(n = 37) 
P value f 
Missing 
data 
Multiple pregnancies, n (%) 
    Singleton 
    Twins,  











   Cephalic, n (%) 








Mode of delivery 
   SVD, n (%) 








Antenatal steroid, n (%) 64 (86.5%) 35 (94.6%) 0.47 0.9% 
Prolonged rupture of membrane, 
n (%)  
29 (39.2%) 8 (21.6%) 0.16 6.3% 
Chorioamnionitis, n (%)  6 (8.1%) 2 (5.4%) 0.02 9.9% 
Preeclampsia, n (%) 9 (12.2%) 5 (13.5%) 0.08 4.5% 
Smoking during pregnancy, n 
(%) 
14 (18.9%) 4 (10.8%) 0.29  9.9% 
Abnormal antenatal Doppler  





0.26  49% 
Intrapartum pyrexia, n (%) 13 (17.6%) 1 (2.7%) 0.01 8.1% 
OPC: oropharyngeal colostrum; n: number; SVD: spontaneous vaginal 
delivery; CS: Caesarean section; AREDF: Absent or reverse end diastolic flow; 




recorded in the Badger database nor in the infants’ medical notes) unbalanced between the 
groups for these variables. Therefore, a sensitivity analysis was conducted to evaluate the 
effect of the missing data. Assuming the data were missing at random, using complete-case 
analysis yielded different results for the variable chorioamnionitis (from p = 0.02 to 1.0). I 
imputed the missing values using different scenarios; worst case (had chorioamnionitis and 
coded as yes) and best case (did not have chorioamnionitis and coded as no) as shown in 
Table 4.3.  
Table 4.3  Sensitivity analysis for chorioamnionitis 
 
Similarly, there was a statistically significant difference between the two groups for the 
incidence of intrapartum pyrexia (p = 0.01). However, there were missing data for 8.1%. The 
complete-case analysis yielded different results; the p value changed from 0.01 to 0.06. 
Missing data were also imputed; worst case (had intrapartum pyrexia and coded as yes) and 
best case (did not have intrapartum pyrexia and coded as no) as shown in Table 4.4. This 
indicates that the missing data may have an impact on the significant differences for these 











Worst Case Analysis Yes Yes 9 (12%) 10 (27%) 0.06  
Best Case Analysis No No 6 (8.1%) 2 (5.4%) 1.0  
Best-Worst Imputation  No Yes 6 (8.1%) 10 (27%) 0.01  
Worst-Best Imputation  Yes No 9 (12%) 2 (5.4%) 0.33f 
Hot Deck Imputation m NO/Yes NO/Yes 6 (8.1%) 5 (13.5%) 0.72  
OPC: oropharyngeal colostrum; n: number; Yes: Worst (had chorioamnionitis); No: Best (did not 
have chorioamnionitis); f:  Fischer’s Exact test; m: missed values are imputed based on values of 
the matched cases. 
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Intrapartum pyrexia P value 
f 
Pre-OPC OPC 
Worst Case Analysis Yes Yes 16 (21.6%) 8 (21.6%) 1.0  
Best Case Analysis No No 13 (17.6%) 2 (5.4%) 0.13  
Best-Worst Imputation  No Yes 13 (17.6%) 8 (21.6%) 0.61  
Worst-Best Imputation  Yes No 16 (21.6%) 2 (5.4%) 0.03  
Hot Deck Imputation m NO/Yes NO/Yes 13 (17.6%) 2 (13.5%) 0.13  
OPC; oropharyngeal colostrum; n: number; Yes: Worst (had Intrapartum pyrexia); No: Best (did 
not have Intrapartum pyrexia); f: Fisher’s Exact Test; m: missed values are imputed based on 
values of the matched cases. 
 
There were also missing data (per the study protocol, > 5%) for other maternal 
characteristics namely, fetal presentation, prolonged rupture of membrane, smoking during 
pregnancy and abnormal antenatal Doppler. There were no significant differences between 
the study groups for these variables (Table 4.2). However, a sensitivity analysis was 
conducted using complete-case analysis, which did not change the significant differences 
between the two groups for these variables. Therefore, further sensitivity analyses were not 
conducted.  
4.4.2 Administration of OPC 
The OPC group included 37 infants. OPC administration was started within the first 48 hours 




Figure 4.2  Postnatal age of receiving OPC 
Postnatal age (hours) when preterm infants (<32 weeks) started OPC. Bar: percentage of 
infants; <24: (n=4); 24-48: (n=19); 48-72: (n=12); 72-96: (n=1); 96-120: 9n=1).                
OPC: oropharyngeal colostrum 
 
Based on the Nottingham Neonatal Service’s guideline for OPC, each infant would be 
expected to receive a total of 3.6 ml of colostrum divided into18 doses over 3 days. The median 
(IQR) volume of colostrum received by an infant was 2 (1.3, 2.8) ml. The Median (IQR) of OPC 
doses received was 10 (6, 12) doses (10/37 (27%) infants received <50% of the planned 
doses; 14/37 (38%) received 50-70% and 13/37 (35%) >70% doses).  
The mean ± SD duration of receiving OPC by an infant was 2.6 ± 0.7 days (Figure 4.3). During 
the period when OPC has been provided, only 7/37 (19%) infants received trophic feeding by 




Figure 4.3  Duration of receiving OPC 
Period (days) during which preterm infants (<32 weeks) received OPC; Bars: percentage of 
infants; one day: (n=3); 2 days; (n=12); 3 days: (n=20); 4 days: (n=2).                               
OPC: oropharyngeal colostrum 
 
4.4.2.1 Adverse effects with the OPC procedure  
Adverse events defined per the study protocol (section 4.3.4.2) and recorded within 60 minutes 
of OPC administration were reported. 
Based on the infants’ clinical records and using the adverse effects study-specific form, there 
were no adverse effects reported during the administration of OPC. Specifically, there were no 
bradycardia, tachycardia, tachypnea, hypotension, oxygen saturation decreases, and choking 
or aspiration events during or soon after, the OPC administration procedure.  
4.4.3 Primary outcomes  
4.4.3.1 Days to full enteral feeds 
Infants who received OPC achieved full enteral feeds faster compared to those who did not 
receive OPC. There was a statistically significant difference between the study groups in days 
to full enteral feeds, the median (95% confidence interval (CI)); (Pre-OPC: 18 (95% CI; 13.49 




Figure 4.4  Days to full enteral feeding 
Kaplan-Meier plot demonstrating the probability of days to attain full enteral feeds among 
preterm infants (<32 weeks) who received OPC and those who did not receive OPC. The 
median for each group corresponds to the probability of 0.5. Green line: Pre-OPC group 
(n=74); Blue line: OPC group (n=37); Circle marker on each line: censored (died); p= 0.004 
(Log-rank test); OPC: oropharyngeal colostrum. 
 
Most infant and maternal characteristics were similar between the two groups except for 
maternal chorioamnionitis and intrapartum pyrexia. Therefore, Cox regression analysis was 
conducted to investigate the effect of maternal chorioamnionitis and intrapartum pyrexia on 
days to full enteral feeds. Cox regression showed that the effect of OPC did not change by 
adjusting for maternal chorioamnionitis (adjusted p = 0.004) and intrapartum pyrexia 
(adjusted p = 0.005), Table 4.5. However, the variables maternal chorioamnionitis and 
intrapartum pyrexia had significant numbers of missing data (9.9% and 8.8% respectively), 
which were unbalanced between the two groups (Table 4.3, Table 4.4). Regression analysis 
for maternal chorioamnionitis, using complete case analysis, did not change the estimate of 
the OPC effect (unadjusted Hazard ratio (HR): 1.83 (p = 0.01); adjusted HR: 1.81 (p = 0.01)).  
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NEC is a critical clinical outcome for preterm infants, and the study cohort had a high NEC 
rate that was reported more often in the Pre-OPC group. In univariate analysis, NEC was a 
significant predictor of days to full enteral feeds. There was a statistically significant 
difference for the days to full feeds between infants with NEC (median (95% CI): 37 (95% CI; 
15.8 to 58.2) and infants without NEC: 13 (95% CI; 11.6 to 14.4) days; p = 0.001), Figure 4.5. 
 
Figure 4.5  Days to full enteral feeding and NEC 
Kaplan-Meier plot demonstrating the probability of days to attain full enteral feeds among 
preterm infants (<32 weeks) who had NEC and those who did not have NEC. The median for 
each group corresponds to the probability of 0.5. Green line: NEC (n=18); Blue line: no NEC 
(n=93); p= 0.001(Log-rank test); Circle marker on each line: censored (died); NEC: 
necrotising enterocolitis 
 
Although there was no statistically significant difference in the incidence of NEC between the 
study groups, another model was undertaken to investigate whether NEC might confound the 
effect of OPC on days to full enteral feeds. In a multivariate Cox regression, adjusting for 
NEC slightly decreased the effect of OPC (adjusted p = 0.02). OPC remained a significant 
dependent predictor for days to full feeds; however, NEC was a weak confounder effect on 
this association. In a multiple regression model to further control for the covariates; confirmed 
NEC, maternal chorioamnionitis and intrapartum pyrexia made a slight difference to the 
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effect estimate (unadjusted HR: 1.90; adjusted HR: 1.71; adjusted p=0.02), OPC remained a 
significant factor (Table 4.5). 
Table 4.5  Cox regression for the effect of OPC on days to full enteral feeds in preterm 
infants (<32 weeks gestation) 
 HR (95% CI) P value 
Unadjusted analysis 1.90 (1.22, 2.96) 0.004 
Adjusted for NEC 1.74 (1.12, 3.15) 0.022 
Adjusted for Maternal chorioamnionitis  1.99 (1.26, 3.06) 0.004 
Adjusted for maternal intrapartum-pyrexia  1.98 (1.25, 3.14) 0.005 
Fully* adjusted analysis 1.71 (1.06, 2.74) 0.026 
HR: hazard ratio; CI: confidence interval; OPC: dependent variable 
*: multiple regression model adjusted for confounders NEC, maternal chorioamnionitis 
and intra-partum pyrexia; NEC: necrotising enterocolitis 
 
4.4.4 Secondary outcomes 
4.4.4.1 Length of hospital stay  
The mean ± SD of the length of hospital stay for the study population was 67.6 ± 34.54 days. 
Survival analysis showed no significant difference between the two groups in the length of 
hospital stay, median (95% CI); (Pre-OPC: 73 (95% CI; 61.5 to 84; OPC: 62 (95% CI; 58.4 to 
65.5); p = 0.84). The Kaplan-Meier graph also showed close approximation and crossing of 
the two curves (Figure 4.6). Therefore, Cox regression analysis to explore potential 




Figure 4.6  Length of hospital stay 
Kaplan-Meier plot demonstrating probability of the length of hospital among preterm infants 
(<32 weeks) who received OPC and those who did not receive OPC. The median for each 
group corresponds to the probability of 0.5. Green line: Pre-OPC group (n=74); Blue line: 
OPC group (n=37); p = 0.84 (Log-rank test); Circle marker on each line: censored (died); 
OPC: oropharyngeal colostrum. 
 
4.4.4.2 Postnatal day of starting enteral feeding 
The number of infants available for this analysis was 109/111 (98%) infants; (Pre-OPC: 
73/74; OPC: 36/37 infants) as two infants died before receiving any enteral feeds. There was 
a statistically significant difference between the two groups for postnatal days of starting 
enteral feed, median (IQR) (Pre-OPC: 5 (3,10) days; OPC: 4 (2, 5) days; p = 0.006), Figure 




Figure 4.7  Days of starting enteral feeding 
Box & whisker plot displaying, the median days of starting enteral feeding for the Pre-OPC 
and OPC groups. The top and bottom sides of the box represent IQR. The horizontal line 
inside the box is the median. Green box: Pre-OPC (n = 73); Blue box: OPC group (n =36); P 
= 0.006 (Mann-Whitney U test); Asterisks and circles: extreme values (outliers). OPC: 
oropharyngeal colostrum; IQR: interquartile range  
  
4.4.4.3 Days of parenteral nutrition  
There was no difference between the study groups in days of parenteral nutrition, median 
(95% CI) (Pre-OPC: 15 (95% CI; 10.77 to 19.22) days; OPC: 15 (95% CI; 10.34 to 19.65) 
days; p = 0.30). The Kaplan-Meier graph showed partial overlapping and crossing of the two 
curves, which may point to an inconstant hazard ratio over time (Figure 4.8). Therefore, Cox 




Figure 4.8  Days of parenteral nutrition therapy 
Kaplan-Meier plot demonstrating probability of days of parenteral nutrition (PN) among 
preterm infants (<32 weeks) who received OPC and those who did not receive OPC. The 
median for each group corresponds to the probability of 0.5. Green line: Pre-OPC group (n = 
74); Blue line: OPC group (n = 37); p = 0.30 (Log Rank test); Circle marker on each line: 
censored (died); OPC: oropharyngeal colostrum. 
   
4.4.4.4 Days of mechanical ventilation 
There was no statistically significant difference between the two groups in days of 
mechanical ventilation, the median (95% CI); (Pre-OPC group: 8 (95% CI, 3.91 to 12.08 
days; OPC; 5 (95% CI, 0.43 to 9.56 days); p = 0.22). Although there was a separation of the 
two curves between 5 to 40 days that indicating fewer days of mechanical ventilation in the 
OPC group, there was a close approximation in the extremes, which may point to an 




Figure 4.9 Duration of mechanical ventilation 
Kaplan-Meier plot; demonstrating probability of days of mechanical ventilation (MV) among 
preterm infants (<32 weeks) who received OPC and those who did not receive OPC. The 
median for each group corresponds to the probability of 0.5. Green line: Pre-OPC group 
(n=74); Blue line: OPC group (n=37); p =0.22 (Log Rank test); Circle marker on each line: 
censored (died); OPC, oropharyngeal colostrum.  
 
Further comparison showed no significant difference in days of mechanical ventilation 
between 5-40 days of age, median (IQR); (Pre-OPC: 17.5 (9, 30); OPC: 17 (7.5, 27.7) days; 
p = 0.58). Gestational age, birth weight and sex were similar between the two groups for 
those infants (Table 4. 6).  
Table 4.6  Characteristics of infants received mechanical ventilation for 5-40 days 
Characteristic 
Pre-OPC 
(n = 35) 
Post-OPC  
(n = 14) 
p 
value 
Male, n (%) 25 (71%) 9 (64%) 0.73f 
Gestational age, weeks median (IQR) 25.5 (25. 27.5) 25.2 (24.6, 27.2) 0.40U 
Birth weight, g  median (IQR) 800 (720, 995) 795 (724, 1000) 0.91U 
OPC: oropharyngeal colostrum; n: number; IQR: interquartile range; f: Fischer’s Exact test; 




4.4.4.5 Incidences of NEC and LOS 
The incidences of suspected NEC and clinically suspected LOS in the study population were 
53.2% and 96.4% respectively. There were no statistically significant differences between the 
study groups in the incidences of clinically suspected, NEC and LOS (p =0.84; p =0.6 
respectively). 
The incidences of confirmed NEC and culture proved LOS in the study cohort were 16.2% 
and 33.3% respectively. There were no statistically significant differences in the incidence of 
confirmed NEC and confirmed LOS between the study groups as demonstrated in Table 4.7.  






P value (f) 
Clinically Suspected NEC  40 (54%) 18 (51%) 0.84 
Clinically Suspected Sepsis 72 (97%) 35 (95%) 0.60 
Confirmed NEC 15 (20.3%) 3 (8%) 0.08 
Culture proved LOS 27 (36%) 10 (27%) 0.39 
OPC: oropharyngeal colostrum; n: number of infants; NEC; necrotising enterocolitis; LOS: 
late-onset sepsis; values: frequencies (percentage); f: Fisher’s Exact test; statistical 
significant: p<0.05. 
 
Of note, in the study cohort NEC was commonly seen (18/111 (16.2%); surgical NEC: 11/18 
(61.1%); medical NEC: 7/18 (38.9%)). The Pre-OPC group showed a higher NEC rate than 
the OPC group although this did not reach statistical significance (p = 0.08; Table 4.7). 
Further analysis showed that in the two study groups, infants with NEC were inborn and 
admitted within the first day of life. Table 4.8 demonstrates the criteria of NEC cases by the 
study groups.  
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Table 4.8  Criteria of infants with NEC 




P value f 
Gestational age* 25.9 (25, 28.3) 25 (24.6, 26.7) 0.44U 
Birth weight*  790 (710, 955) 740 (687.5, 770) 0.44U 
IUGR, n (%) 2/15 (13.3%) 1/33 (33.3%) 0.55 
Twins, n (%)  4/15 (26.7%) 0 (0%) 0.55 
Medical NEC, n (%) 7/15 (47.7%) 1/3 (33.3%) 1.0 
Surgical NEC, n (%) 8/15 (53.3%) 2/3 (66.7%) 1.0 
Death, n (%) 3/15 (20%) 1 (33%) 0.55 
*: median (interquartile range); n = number; f: Fisher’s Exact test; U: Mann-Whitney 
test; statistical significant: p<0.05; NEC: necrotising enterocolitis; OPC: 
oropharyngeal colostrum 
 
To identify definite NEC cases, blinded endpoint reviews were conducted to assist in data 
validation. Blinded data for twenty cases with a possible diagnosis of NEC were reviewed by 
two clinicians. The two reviews were matched; two cases were excluded, and further 
information was requested for one case. A consensus was reached and the occurrence of 
NEC was confirmed for 18 infants who were included in the analysis of the outcome 
incidence of NEC during a hospital stay. There was also a strong agreement between the 
study investigator and the two reviewers (Krippendorff α: 0.86 (95% CI: 0.72 to 1.0). 
4.4.4.6 Death before discharge home 
There was no statistically significant difference in mortality before discharge to home 
between the two groups (Pre-OPC: 8/74 (10.8%); OPC: 2/37 (5.4%); p = 0.71).  
4.4.4.7 Weight at discharge to home 
To report on the weight in a standardised mode, the weight-age-Z score was used to 
compare the weight gain between groups.  At birth, the two groups were similar (p = 0.97), 
Table 4.1.  
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At discharge to home, 101 infants who survived were included in the analysis (Pre-OPC: 
66/74 (89%): OPC: 35/37 (95%) infants). There was no statistically significant difference 
between the two groups for WAZ score at discharge to home; median (IQR) WAZ scores 
(Pre-OPC: -1.40 (-2.22, -0.670); OPC: -1.50 (-2.30, -0.90); p = 0.65) Figure 4.10.  
 
Figure 4.10  Median weight Z score at discharge to home 
Box & whisker plot displaying, the median weight Z scores at hospital admission and 
discharge home for the Pre-OPC and OPC groups. The top and bottom sides of the box 
represent interquartile range. The horizontal line inside the box is the median. Green box: 
Pre-OPC; Blue box: OPC group. At Birth: Pre-OPC: n = 74; OPC: n=37 (p = 0.97); At 
discharge: Pre-OPC: n = 66; OPC: n = 35 (p = 0.65) (Mann-Whitney test U); OPC: 
oropharyngeal colostrum.  
 
4.4.4.8 Breastfeeding at hospital discharge 
Ten infants died before hospital discharge, therefore; analysis of this outcome included 
101/111 infants (8 infants from the Pre-OPC group and 2 form the OPC group).  
4.4.4.9 Receiving any breast milk at discharge to home 
There was a statistically significant association between OPC use and receiving any breast 
milk at discharge to home (Pre-OPC: 35/66 (53.0%); OPC: 28/35 (80.0%); p = 0.01 
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(Fischer’s Exact test)), Figure 4.11. There was no significant difference between the study 
groups in receiving expressed breast milk (EBM) during stay in the neonatal unit (p = 0.5; 
Table 4.1). However, the volumes of EBM received by the infants were not analysed as data 
were not available for the Pre-OPC group. 
 
Figure 4.11  Receiving any breast milk at discharge home 
Bar chart comparing receiving any breast milk at discharge home among preterm infants 
(<32 weeks’ gestation) who received OPC and those who did not receive OPC; Bar: 
percentage of cases; Green column: Pre-OPC group (n = 66); Blue column: OPC group (n = 
35); Yes: infants received any breast milk; No: infant did not receive any breast milk;               
* p = 0.01 (Fischer’s Exact test); OPC: oropharyngeal colostrum  
 
4.4.4.9.1 Type of milk and method of feeding at discharge home 
Overall, there was a statistically significant difference between the study groups in the type of 
milk at discharge home (p = 0.04; Figure 4.12). Post hoc pairwise comparisons demonstrated 
that the difference in the proportion of infants in the groups who were discharged to home on 




Figure 4.12  Type of milk at discharge 
Type of milk at discharge home among preterm infants (<32 week’s gestation) who received 
OPC and those who did not receive OPC. Bars: percentage of infants; Green column: Pre-
OPC group (n = 66); Blue column: OPC group (n = 35). Mixed: breast milk and formula;        
*** p = 0.04; **: p = 0.02 (Fisher’s Exact test); OPC: oropharyngeal colostrum 
 
Whilst, there was a significant difference between the two groups for the type of milk being 
used at discharge to home, there was no statistically significant difference (p = 0.17) in the 
method of feeding at discharge home as demonstrated in Table 4.9. 
 
Table 4.9  Methods of feeding at discharge home 
Method 
Pre-OPC group 
(n = 66) 
OPC group 
(n = 35) 
P value 
(f) 
Suckling at breast 9 (13.6%) 4 (11.4%)  
Bottle  38 (57.6%) 21 (60%)  
Multiple  16 (24.2%) 10 (28.6%) 0.17* 
OPC: oropharyngeal colostrum; n: number of infants; Multiple: > one method (breast 
and bottle or breast and cup or nasogastric tube (NGT); f: Fisher’s Exact test; *: overall 




4.5 Discussion  
4.5.1 Key findings  
OPC administration was associated with earlier commencement of enteral feedings and 
faster attainment of full enteral feeds in preterm infants <32 weeks’ gestation. Rates of 
breastfeeding and breast milk use were also higher at discharge to home in those infants 
who received OPC in the first 96 hours after birth. There were no significant differences in 
confirmed NEC, the length of hospital stay, and weight Z score (at discharge home) between 
the study groups. The occurrence of microbiologically proven sepsis and death was similar 
between the OPC and Pre-OPC groups. Infants and maternal characteristics that could be 
anticipated to contribute to the study outcomes revealed no significant differences between 
the study groups except for maternal chorioamnionitis and intrapartum pyrexia (Table 4.2).   
4.5.2 Primary outcomes      
The OPC group achieved full enteral feeds faster than the Pre-OPC group at 14 versus 17 
days respectively and started enteral feeds earlier than the Pre-OPC group. A higher rate of 
maternal chorioamnionitis was found in the Pre-OPC group compared to the OPC group. 
Maternal chorioamnionitis has been recognised as a potential risk factor for NEC (555-557), 
which might be initiated by exposure to infection in the uterus (558), thus, may indirectly 
impact infant feeding as withholding feeds is one of the medical treatment of NEC (146).  
However, in the Cox regression analysis, adjusting for maternal chorioamnionitis, OPC 
remained a significant predictor for time to achieve full enteral feeds. Though, this earlier 
achievement of full enteral feeds associated with the administration of OPC could be 
confounded by other factors such as NEC. Although there was no statistically significant 
difference between the study groups in the incidence of NEC, a higher percentage of NEC 
was noted in the Pre-OPC group. A univariate analysis showed that NEC was a significant 
factor associated with days to full enteral feeds. NEC also remained a significant 
independent predictor after multivariate regression (Table 4.5). 
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Earlier initiation of enteral feeds and quicker achievement of full enteral feeds (defined here 
as 150 ml/kg/day in this study) have also been reported in previous studies conducted to 
assess outcomes of VLBW infants after implementation of a standardised feeding protocol 
including OPC use (353, 377, 417). Nonetheless, other clinical trials that were on-going in 
the period of this study could have affected the results. For instance, the Speed of Increasing 
milk Feeds Trial (SIFT), a multicentre RCT which evaluated the impact of two speeds of 
advancing the rate of milk feeds in preterm infants (<32 weeks gestation) (559). The SIFT 
trial had been conducted and completed enrollment (From June 2013 to June 2015) during 
the Pre-OPC period. The SIFT reported that infants who were fed faster (30ml/kg/day) 
reached full enteral feeds quicker than those infants who were fed 18ml/kg/day (7 versus 10 
days) (conference abstract had been granted by the author) (559). However, the enteral 
feeding guidelines in the NICUs did not change along with the adoption of OPC practice in 
Nottingham neonatal units. Similarly, a meta-analysis from a Cochrane review (560) (Chapter 
3) also showed an association between OPC and faster attainment of full enteral feeds in 
preterm infants (<37 weeks’ gestation); however, the studies included in the review were low-
quality evidence. In contrast, other recent studies reported no difference in the time to start 
enteral feeds or to achieve full enteral feeds between preterm infants who received OPC and 
those who did not (356, 358, 366). However, these previous studies were small unblinded 
RCTs and one was an observational study before and after the introduction of OPC in the 
care of VLBW infants.  
The earlier commencement of enteral feeds and faster achievement of full enteral feeds 
might be related to the exposure of the oropharyngeal mucosa to immune and growth factors 
found in colostrum (236, 238). These bioactive factors are present in higher concentrations in 
colostrum from mothers who deliver preterm infants than mothers who deliver full-term 
infants (192, 274, 275, 561) suggesting the importance of providing mother’s colostrum in the 
early neonatal period.  Although the current study demonstrated a significant difference 
between the Pre-OPC and OPC groups in days to full enteral feeds, the confidence interval 
was wide, indicating that the sample size was small. Studies with larger sample sizes with 
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complete data on variables for risk adjustment could support the association between OPC 
and shortened days to full enteral feeds.  
Despite, faster achievement of enteral feeds was associated with OPC use, there was no 
statistically significant difference in weight Z score at discharge to home between the two 
groups. Likewise, there was no statistically significant difference (p= 0.21) between the study 
groups in the length of hospital stay. Previous studies (353, 417, 506) also reported that OPC 
use was not associated with a reduction in the length of hospital stay. In contrast, a recent 
randomised controlled trial (358) assessed the effects of OPC on the oral immuno-microbial 
environment in preterm infants < 32 weeks of gestation reported a statistically significant 
reduction in the length of hospital stay in infants who received OPC compared to controls (40 
versus 56 days). However, the study did not explain the causality of the reduced hospital 
stay associated with OPC use, but other variables would be expected to be dealt with by the 
randomisation.    
4.5.3 Secondary outcomes    
There was no statistically significant difference in the incidence of confirmed NEC between 
the study groups. Overall, the whole study population had a reasonably high NEC rate of 
16.2 %, which might be in part due to the low gestational age and birth weight (mean 1040g) 
in the study cohort as the incidence of NEC is inversely related to the gestational age (78).  
Approximately 70% of NEC cases in this study were <27 weeks’ gestation with a mean birth 
weight of 750g (Table 4.7). Since infants born <28 weeks or VLBW infants are at a higher 
risk of complications including NEC (164, 170), which was estimated to affect 10-15% of 
those infants (78), this finding is plausible and suggests the likelihood of incorrect attribution 
is low.  
Although there was no statistically significant difference between the study groups, confirmed 
NEC was reported more often in the Pre-OPC group; this could be related to a higher rate of 
maternal chorioamnionitis among this group compared to the OPC group (p=0.02). 
Chorioamnionitis has been indicated as a potential risk factor for developing NEC (556, 557), 
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though a systematic review was inconclusive about the effect of chorioamnionitis on the risk 
of NEC (555). Some previous studies showed high NEC rates in VLBW and ELBW infants. In 
Canada, a prospective cohort study reported that the incidence of NEC was 14% for infants 
22-25 weeks gestation and 10% for 26-28 weeks infants; a 5.9% reduction was associated 
with the use of colostrum and EBM as a part of Quality Improvement Program (562). 
However, the program involved multiple interventions; therefore, reduced NEC rate might be 
attributed to the whole program, as the authors did not adjust for individual intervention. 
Likewise, a retrospective study of quality improvement found a significant reduction in the 
incidence of NEC after the implementation of a standardised feeding protocol, which included 
OPC; NEC was reduced from 18% to 3% in VLBW and from 35% to 8% in ELBW infants 
(377). However, other factors, such as an occurrence of other interventions at the same time, 
may confound this association.  
NEC rate that was reported in this study contrasts to a recent study that including data from 
the UK, reported a very low incidence of NEC (3.15%) in infants < 32 weeks gestation, 
however, the authors reported only on severe cases of NEC that confirmed by surgery or 
autopsy, or death (80).  Conversely, EPICure, a population-based study conducted to 
determine survival and morbidities for extremely preterm infants in England, reported 8% of 
laparotomy confirmed NEC among infants between 22-26 weeks’ gestation (59). However, 
EPICure did not report on medically treated NEC; this may underestimate the incidence of 
NEC in those infants. The NEC (defined as Bell stage 2 or 3) rate was similar at 10% in the 
Probiotics in Preterm Infants Study (PiPS), an RCT, which investigated the effect of probiotic 
on the rate of NEC, sepsis and death in infants <31 weeks of gestation (142). However, the 
incidence of NEC is variable between hospitals, nationally and internationally, a recent 
systematic review reported NEC rates ranging from 5% to 22% in infants with a birth weight 
<1000g among developed countries (365).  
The current study presented NEC episodes documented in electronic patient records 
(BadgerNet Neonatal), which included medical and surgical NEC. Lack of consistent case-
definition may potentially lead to difficulty deciding if an infant had NEC, this may lead to an 
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overestimation/underestimation of NEC rate. For example, diagnosing feeding intolerance as 
a stage of NEC or medically treated spontaneous intestinal perforation might be erroneously 
diagnosed as NEC (548). Similarly, some of the Bell’s staging criteria, such as pneumatosis 
intestinalis and portal vein gas, are less manifested in extremely preterm infants (563). 
However, to minimise variation in reporting NEC case in Badger neonatal database, 
additional sources such as radiology, histopathology reports and death certificates, were 
used to determine definite NEC cases.  
Furthermore, Blinded Endpoint Reviews (547) were performed to determine definite NEC 
cases and ensure they have met the pre-specified criteria. BERs (also referred to as 
Endpoint Adjudication) (547) is an important part of clinical research for validating data, 
especially when the endpoints are subjective and require expertise to assess and apply a 
complex definition. The reviews are conducted by clinicians who have expertise in the 
relevant area for the study (564). These reviewers should also be trained in keeping with the 
principles of Good Clinical Practice (GCP) and compliant with the Data Protection Act. Such 
endpoint assessment can facilitate a study achieving higher scientific quality (564). 
Noteworthy, the sample size of this study was too small to infer the incidence of NEC as 
conclusive.  
OPC use was also associated with a higher rate of feeding any breast milk at discharge to 
home (80% versus 53%) although similar rates of EBM were used during the hospital stay in 
the two groups (Table 4.1). Additional detail on EBM volumes received by infants may have 
provided further information on the effect of OPC administration on the type of milk at 
discharge home. As these data were not available for the Pre-OPC group, such an analysis 
was not possible. This might be important as the benefits of human milk have been shown to 
have a dose-response effect (281, 284).  
Breastfeeding and breast milk use at discharge to home were higher in the OPC group while 
significantly fewer infants in this group were receiving formula alone at discharge. In a recent 
RCT, Romano-Keeler et al. also observed a statistically significant effect of OPC on receiving 
 182 
 
any breast milk at discharge home in infants <32 weeks GA compared to controls (358). 
However, this was a small unblinded RCT. Similarly, a prospective observational study (565) 
found an association between OPC use and receiving breast milk as the main enteral feed at 
six weeks postnatal age, and at hospital discharge in VLBW infants. Conversely, a recent 
Cochrane review (Chapter 3) did not demonstrate an effect of OPC on receiving any breast 
milk at discharge to home in preterm infants (<37 weeks) (560).  
The rate of breast milk feeding in the Pre-OPC group is comparable to reported UK rates 
(58-60%) of feeding any breast milk at discharge home for infants less than 33 weeks 
gestation from 2012 to 2016 (414). It is also similar to the rates of receiving any breast milk 
at discharge home in the Nottingham population (54%) according to 2016 data from Trent 
Perinatal & Central Newborn Neonatal Networks (414). The observed association of OPC 
with a higher rate of receiving any breast milk might be explained by the encouragement of 
the mothers to express breast milk as early as possible to provide OPC to their infants. 
Interestingly, the Nottingham Neonatal Service’s guidelines to support breastfeeding and 
educate mothers on the benefits of breast milk did not change over the study period, and the 
feeding guideline has not been updated since 2014. This supports the change in the 
breastfeeding at discharge being due to OPC introduction.  
However, breastfeeding and the use of breast milk has risen since the 1990s; the WHO 
reported that globally >80% of newborn infants receive breast milk during the neonatal period 
and exclusive breastfeeding rates were increased by 10% from 1993 to 2013 (566). The UK  
EPICure2 studies also found that in 2006, the use of any breast milk was increased by 10% 
from 1995 in infants < 26 weeks gestation; approximately 96% of those infants received 
some EBM during a stay in the neonatal units, and 43% were receiving breast milk at 
discharge to home (59). Additionally, the UK implemented the Baby Friendly Initiative, a 
global program of the United Nations International Children's Emergency Fund (UNICEF) 
and the World Health organization (WHO) for improving practice to support breastfeeding 
(567). Hence, in this study, the pattern of breast milk feeding that was observed for the OPC 
group might reflect a continuation of an existing trend.  
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There were no statistically significant differences between the two groups in the incidence of 
proven sepsis, death before discharge home, and days of PN or mechanical ventilation.  
While some studies (353, 377) have found that OPC might reduce the risk of these common 
prematurity-related morbidities, other studies have not shown effects on some of these 
morbidities (356, 357, 417, 506). However, these previous studies were not powered to 
detect significant differences in prematurity-related complications such as NEC or sepsis. 
There is an ongoing multicentre RCT to evaluate the impacts of OPC on the incidence of 
NEC, sepsis and death in extremely preterm infants (target sample, n = 498 infants) (352).  
4.5.4 Feasibility of OPC use in neonatal units  
OPC appears to be a safe intervention in the care of preterm infants as no adverse events 
were reported for the infants during the OPC procedure.  
Although data regarding adverse events were collected from routinely reported data on the 
clinical records, every effort was made to minimise this potential reporting bias; by using all 
available clinical records including nursing charts and reports and the medical notes. 
Moreover, a study-specific adverse events form was created to collect these data 
prospectively (Appendix 8).  Nevertheless, this result is in line with growing evidence 
suggesting the safety and feasibility of OPC administration in very low birth weight (VLBW) 
and extremely preterm infants (354, 358, 422, 506).  Despite inconsistencies in methods and 
sample sizes, these studies were consistent in demonstrating that the OPC procedure was 
not associated with adverse effects such as bradycardia, a decrease in O2 saturation or 
aspiration. However, the current study and the previous studies were not powered to 
evaluate the safety of OPC use in preterm infants.  
The practice of OPC administration was feasible, and mothers were able to provide 
colostrum at the planned time, as approximately 60% of the infants who received OPC did so 
within the first 48 hours of life. In previous studies, it was possible to start OPC within the 48 
hours after birth (353, 354, 417, 506, 561) while other researchers were able to administer 
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OPC after the second postnatal day and reported that it was impractical to apply OPC within 
the first 24 hours after birth (356, 419).  
OPC feasibility was also determined by the percentage of the planned doses and the 
frequency of administration (352, 356, 422). Completed OPC administration was defined as 
receiving more than 70% of the expected doses. In this study, approximately 73% of the 
infants received 50%-70% of the doses; some of the missing doses could be explained by 
unavailability of the mother's colostrum at the scheduled dose. Nine infants had been 
excluded from the study because they received only one dose of OPC as it was assumed 
that receiving one dose will not provide enough information to conclude. Exclusion of those 
infants may have affected the feasibility result. However, OPC administration was stopped to 
use colostrum for trophic feeding rather than for providing OPC once trophic or enteral 
feeding started. This possible non-feasibility could be attributed to understanding and 
adherence to the clinical guideline for OPC administration and a decision of the treating team 
as OPC administration is still under the discretion of the clinical team of the infant.  Although 
the exclusion of those infants may have influenced the feasibility findings, availability of 
mother’s colostrum and an attempt to provide OPC within 96 hours indicate potential 
feasibility in the excluded infants. 
Of note, in some infants, OPC was discontinued before the completion of the planned period 
for its administration when trophic/enteral tube feeds were started despite guidance to the 
contrary. This could be related to the very recent adoption of OPC practice in Nottingham 
neonatal units, and that the educational and training program supporting staff to implement 
this new guideline, may have been insufficient to ensure consistent adoption of the practice 
across the two Nottingham units.  
Clinical guideline implementation can be hindered by a variety of barriers that may lead to 
failure of adherence to the guidelines (568, 569). However, to enhance the implementation of 
the OPC guideline, reminder letters along with the OPC guideline were sent to the attending 
Nottingham neonatal unit consultant at the time of their service (Appendix 10).  A Nurse 
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Information sheet was also created and distributed (Appendix 11). It is likely that OPC use 
could be further improved by educational or quality improvement strategies that influence the 
attitudes, awareness and understanding of the guideline by relevant professionals. This is 
especially the case for neonatal nurses, as OPC is mainly administrated by nurses.  
4.5.5 Strengths and limitations of the study 
To the best of my knowledge, this is the first study in the UK evaluating the impact of early 
OPC administration on the clinical outcomes of preterm infants from birth to discharge to 
home.  Whilst other studies have assessed the effects of OPC in different settings, almost all 
of these studies evaluated the use of OPC in very low and extremely birth weight infants and 
extremely preterm infants, this study included infants up to 32 weeks of gestation. Moreover, 
the current study included comprehensive data analysis from a single centre limiting 
variations in treatment with just one guideline. Another strength was that most of the data 
were extracted from a neonatal database which uses a national standard coding system and 
predefined data items to enhance the accuracy and comparability of the data (531).  
In order to minimise differences, eliminate bias and ensure comparability between the cases, 
the study was designed as a matched case-control study. Each case was individually paired 
with a control infant relating to sex, gestational age and birth weight; as these criteria are 
well-known factors that influence the outcomes of preterm infants (143, 151, 542); also, the 
matched cases were selected from the closest year to the period of the study. Moreover, two 
controls per case were used to increase the power of the study so that, even though the 
sample size of this study was small, the results may generate hypotheses and preliminary 
data for future studies; particularly for sample size calculations.  
Finally, to enhance transparency, ensure complete reporting and minimise potential reporting 
bias, Strengthening the Reporting of Observational Studies in Epidemiology (STROBE) (570) 
recommendation was used in writing up the study findings. STROBE constitutes a checklist 
of 22 items to help improve the appropriate reporting of cohort, case-control and cross-
sectional studies to strengthen completeness and transparency in analysing and reporting of 
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observational studies (571). STROBE statement has been endorsed by many biomedical 
journals and by the International Committee of Medical Journal Editors (572). 
This study had several limitations. It compared two different groups of preterm infants before 
and after the adoption of OPC use. The non-parallel comparison may bias the findings due to 
possible differences in the care of preterm infants between the two study periods (517). 
Therefore, the findings might not be entirely attributable to the OPC use. However, in the 
current study, the feeding protocol, management of NEC and sepsis did not differ between 
the two eras.  
Other research studies that were conducted during the same period of this study might have 
altered the outcome of preterm infants independent of the effect of OPC practice (534). The 
finding of the SIFT trial could have influenced the comparison between the Pre-OPC and 
OPC groups in the current study (559).  Enteral lactoferrin supplementation for very preterm 
infants (ELFIN), a recently published RCT (208) that evaluated the effects of enteral 
lactoferrin supplementation on late-onset sepsis in preterm infants (< 32 weeks gestation), 
was also on-going during period of the present study. ELFIN trial found that enteral 
lactoferrin had no effects on late-onset sepsis and its related complications. It appears that 
ELFIN results were unlikely to affect the results of my study. 
As an observational study, a causal relationship could not be assessed and, as data from the 
Pre-OPC group was collected retrospectively, it was susceptible to information bias (442, 
520).  
OPC use also faced some challenges; such as administration of OPC often being 
discontinued when enteral feeds were started despite guidance to the contrary. The OPC 
protocol used in this study had some differences from the protocol used in previous research 
particularly in the frequency and duration of the OPC administration. These differences might 
have contributed to the disagreement with some of the previous study findings. The OPC 
protocol was chosen to fit in with the nursing practices in the units as there was insufficient 
evidence to determine the optimal regime. Additionally, Nottingham neonatal units adopted 
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OPC shortly before this research study, and although a guideline supported it, the application 
of OPC remained the responsibility of the treating clinical team, providing the opportunity for 
individual decision making and practice. With more education and regular reviewing of the 
OPC guideline along with wider adoption, it is likely that results could be further improved.   
4.6 Conclusion 
OPC appears to be a feasible practice in the care of preterm infants. It was possible to 
collect the mother’s colostrum within the first 48 hours after birth, and approximately 60% of 
the infants (included in the study) received OPC during the first 48 hours of life.  
OPC was associated with significantly reduced days to initiate enteral feeds and days to 
reach full enteral feeds. A higher rate of breastfeeding at hospital discharge was also 
observed. Although this study did not find statistically significant differences in the length of 
hospital stay, days of mechanical ventilation, the incidence of NEC and sepsis, and deaths 
before hospital discharge, with larger sample size, these may have been significant. 
The study provided insight into the implementation of a new guideline and if it was well 
integrated into the standard care. The study found that OPC delivered to the preterm infants 
was often not in keeping with the current OPC guideline. Improvements could likely be 
achieved by more and repeated education of the healthcare professionals to establish a 
better OPC practice in the neonatal service. Furthermore, parents could be encouraged to 
administer OPC to their baby, this practice may offer the parent an active role in providing 
care for their baby and ensuring it is given more often. 
4.6.1 Implications for clinical practice  
It is apparent from the results of this study, and previous studies that using OPC in preterm 
infants appears to have positive impacts on the time to start enteral feeds and achieve full 
enteral feeds. Therefore, despite, high-quality evidence being limited, OPC seems to have a 
promising role in the standard care of preterm infants. Moreover, the well-known benefits of 
mother’s colostrum for preterm infants and the potential safety and low cost of OPC 
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procedure may outweigh the high risks of mortality and morbidities, such as devastating NEC 
and infection, in these infants. 
4.6.2 Implications for future studies 
There is still uncertainty whether OPC administration could improve health outcomes for 
preterm infants. Meta-analysis of available trial data in a Cochrane review including high-
quality studies is a worthwhile venture and is presented in Chapter 3 of this thesis. 
Depending on the findings of the meta-analysis, further research using large, adequately 
powered, randomised controlled trials are required to assess the efficacy of this intervention. 
Such studies also offer the potential to identify and elucidate the mechanisms of the effect of 
OPC.  
Additionally, studies comparing different protocols concerning procedural method, doses, 
frequencies and duration of the intervention are needed to optimise the practice of OPC and 
to set a standard protocol for administration of mother’s colostrum by the oropharyngeal 
route. Of note, as OPC does not require advanced technology, it can be implemented even 
in low- income countries where the rate of preterm birth is high (23, 177). Therefore, it is 
worth obtaining data from middle and low-income countries in future studies and synthesising 




Chapter 5. Gut hormone response to oropharyngeal 
administration of mother’s colostrum to infants in 
neonatal intensive care 
5.1 Chapter overview 
In Chapter 3 (Cochrane review) and Chapter 4 (case-control study), it was concluded that 
using oropharyngeal administration of mother’s colostrum (OPC) in preterm infants appears 
to have positive impacts on time to start enteral feeds and to achieve full enteral feeds. With 
the introduction of trophic feeds, there are surges in the circulating gut hormones (306). Gut 
hormones (GutH) have essential role in the postnatal adaptations of the gastrointestinal tract 
(GIT) to prepare the infant for enteral feeding (573).  
In this Chapter, I present a study that was conducted to investigate the effects of OPC 
administration on plasma gut hormone concentrations in preterm and sick infants requiring 
Neonatal Intensive Care (NIC).  
5.2 Background  
Infants admitted to neonatal intensive care units require invasive therapies and the 
consequences of their underlying clinical condition be compounded by additional risks arising 
from the medical and nursing care they require. This research will focus on one aspect of 
preventing the complications which can accompany clinical care, i.e. feeding intolerance and 
the subsequent withholding of oral feeding during the early neonatal period. 
5.2.1 Feeding of newborn infants receiving intensive care 
Feeding is a significant challenge for preterm infants and those with congenital GIT 
conditions and an important factor affecting nutrition, growth, and later outcomes (290, 293). 
Unfortunately, the complex clinical conditions of some infants requiring NIC does not permit 
provision of enteral feeds in the critical days after birth. Withholding enteral feeding, and 
delays in achieving full enteral feeds promote intestinal atrophy and abnormal bacterial 
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colonisation of the bowel, leading to disturbance in gut hormones. This may contribute to the 
pathogenesis of necrotising enterocolitis (NEC) (574).  
Preterm infants especially extremely preterm (EXP) and extremely low birth weight (ELBW) 
infants are prone to poor postnatal growth. These infants are often born in a negative-energy 
balance; therefore, after birth, they have to catch-up a favourable growth, but at discharge 
from NICU, their weights are often below the 10th percentile for their completed weeks of 
gestation (332). In preterm infants, inadequate growth during the postnatal period was 
associated, with long-term consequences such as growth retardation, metabolic bone 
disease, and poor neurodevelopmental outcomes (103, 137). Similarly, rapid postnatal 
growth has been linked to obesity and insulin resistance that increase the risk for chronic 
adverse outcomes such as diabetes and cardiovascular diseases (107, 108). Therefore, 
interventions which have the potential to influence enteral feeding and energy balance that 
may enhance achievement to full enteral feeds, could also promote growth and improve 
outcomes for infants requiring NIC. 
5.2.2 Gut hormones during the neonatal period  
The GIT represents the largest endocrine gland in the body (575) containing many 
specialised cells secreting multiple regulatory peptides in response to nutrients (576). These 
multiple regulatory peptides, known as gut hormones, have important effects on the growth 
and functions of the GIT. The neuroendocrine cells of the gut produce hormones such as 
gastrin, gastric inhibitory polypeptides (GIP), peptide tyrosine tyrosine (PYY), glucagon-like 
peptide (GLP), insulin and pancreatic polypeptide (PP), which regulate gastrointestinal 
functions such as digestion, mucosal growth, blood flow, motility, repair and maintenance of 
mucosal integrity (577).  
After birth, the GIT is still growing and maturing; enteral nutrition is vital for intestinal growth 
and normal GIT function. This effect could be reflected by varying changes in the circulating 
concentrations of GutHs that may play a crucial role in postnatal adaptations of the gut. 
During the neonatal period, with the initiation of enteral feeds, there are significant elevations 
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in some of the plasma concentrations of GutHs (578, 579). This postnatal surge of different 
gut hormones is related to the infant’s feeding status rather than the infant’s gestational or 
postnatal age and occurs even with trophic feeding where a minute volume of milk 
<1ml/kg/hr is given via gastric tube (580). This normal postnatal increase in gut hormones is 
absent in those infants who do not receive enteral feeds (306, 574). High levels of certain 
GutHs have been linked with earlier attainment of full enteral feeds in preterm infants < 33 
weeks of gestation (581). Some gut hormones such as GIP, PYY, GLP and ghrelin have 
been proposed to be potential predictors for feeding intolerance, NEC, and postnatal growth 
of preterm infants (333, 582).  
The physiological and structural changes of the GIT, which occur after birth are complex 
processes. Gut hormone secretion in response to enteral feeds is one of the factors that 
influence these processes and circulating gut hormones might reflect enterocytes’ functions 
and the GutH axes (581). Therefore, understanding these regulatory hormones may 
contribute to improving the feeding strategies for preterm infants.  
5.2.2.1 Gut hormones studied  
5.2.2.1.1 Peptide tyrosine tyrosine (PYY) 
PYY is a peptide hormone secreted by the enteroendocrine cells of the terminal ileum and 
colon in response to ingestion of nutrients. PYY is a potent inhibitor for gastric acid and 
pancreatic secretions and gut motility (583, 584). PYY also has a central action binding to 
receptors in the brain to inhibit appetite (583). In newborn infants with the beginning of 
enteral feeding, there was a profound increase in the circulating PYY that reached higher 
concentrations compared to the adults’ levels, and it is further higher in preterm infants (584). 
The pattern of feeding during the neonatal period might explain these higher levels in PYY. 
Even though PYY has inhibitory effects on gastrointestinal motility, rising plasma PYY 
concentrations during the first week of life were associated with less days to attain full enteral 
feeds in preterm infants (581, 585). The rise in plasma PYY is believed to balance the effects 
of gastrin, which stimulates gastric acid secretion at birth and within the first 48 hours of life 
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(584). The inhibitory action of PYY on gastrointestinal motility could also be an adaptive 
response to allow a longer time for digestion and absorption (584), to prepare the newborn 
infants for enteral feeding. Therefore, PYY may be a potential indicator for the GIT transit 
regulation (581).  
5.2.2.1.2 Glucose-dependent insulinotropic polypeptide (GIP) 
GIP is also known as ‘Gastric inhibitory polypeptide’. GIP is one of the essential incretins, a 
peptide secreted by the small intestine (duodenum and jejunum) in response to ingestion of 
nutrients. It stimulates insulin secretion in response to the intake of food, particularly 
carbohydrates. It also enhances the generation of beta-cells of the pancreas (586). GIP is 
present in the brain, bone and adipose tissue, where it has trophic effects on the cells. 
Lucas et al. in a study of 100 preterm infants demonstrated that postnatal insulin response to 
enteral feeding might be related to the onset of GIP release. GIP was indicated as the 
primary effector of the enteroinsular axis (587) and its plasma concentrations during the 
neonatal period had a positive relationship with days to achieve full enteral feeds in preterm 
infants (581). Therefore, plasma GIP could be a potential marker for the integrity of the GutH 
axes and gut maturation to accept enteral feeds (581).  
5.2.2.1.3 Glucagon-like peptide 1 (GLP-1) 
GLP-1 is also an incretin hormone and is mainly secreted by the mucosa of the small 
intestine (terminal ileum) and the colon in response to nutrient intake. It is also secreted by 
the pancreas and the brain. GLP-1 stimulates glucose-dependent insulin secretion from the 
pancreas (588) and promotes proliferation of the pancreatic β-cells (589). GLP-1 has potent 
anabolic effects through its stimulation of insulin secretion; hence higher plasma 
concentrations may be beneficial for the metabolism and energy storage (590). Other 
functions of GLP-1 include inhibitions of glucagon secretion, gastrointestinal secretions and 
motility (588) and food intake (583), and it has neurotrophic effects on the brain (591).  
Preterm infants have higher fasting concentrations of GLP-1 than full-term infants (592). This 
higher GLP-1 concentrations in preterm infants could be attributed to the immaturity of 
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dipeptidyl peptidase (DPP)-IV; an enzyme degrades the active GLP-1 in the blood (593). 
GLP-1 is inversely related to the gestational age, and its concentrations increase in response 
to enteral feeding during the first few weeks of life reaching a peak higher than the adults 
(584, 590). Therefore, it was suggested that GLP-1 is an important peptide in the postnatal 
development and adaptation of the GIT (593). 
5.2.2.1.4 Ghrelin 
Ghrelin is a peptide hormone which is mainly secreted by the gastric mucosa with a small 
fraction produced by other organs such as the small intestine, pancreas, brain, heart, kidney 
and placenta (594). Ghrelin is a potent stimulant for growth hormone secretion. The 
widespread presence of ghrelin in many organs indicates that it has broad effects. Ghrelin is 
also an orexigenic hormone; it acts centrally at the hypothalamus to stimulate appetite, and 
high circulating ghrelin was found during fasting statuses (583).  Ghrelin contributes to the 
regulation of diverse processes including control of energy balance and body weight, 
metabolisms of glucose and fat, and modulation of GIT, and some cardiovascular, pulmonary 
and immune functions (595).  
After birth, the circulating ghrelin was low or even undetectable (581, 590); however, higher 
ghrelin concentrations were detected in the cord blood of small for gestational age (SGA) 
infants compared to appropriate for gestational age (AGA) infants (596). During the postnatal 
period, ghrelin release starts to increase at 2 to 3 weeks, and it is not correlated to enteral 
feeding (597, 598) but is inversely related to the anthropometric parameters of the infants 
(599, 600). The late increase of ghrelin in comparison to other hormones might be related to 
the requirement of ghrelin, as a potent growth hormone stimulant (335), during this stage of 
life when growth hormone starts to exert its actions. This pattern of ghrelin secretion could 
indicate that Ghrelin may play a role in intrauterine and postnatal growth (599), and its 
plasma concentrations might reflect the energy balance and postnatal catch-up growth of the 
infants (596, 601).  
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5.2.2.1.5 Insulin  
Insulin is a peptide secreted by the beta-cells of the pancreas in response to the blood 
glucose levels. It is the principal anabolic hormone and plays a fundamental role in metabolic 
regulation of the body. Insulin enhances cellular transport of glucose and stimulates glycogen 
synthesis and storage in the tissues (602). It also stimulates lipogenesis and protein 
synthesis. Insulin has inhibitory effects on the breakdown of glycogen in the liver and 
muscles and decreases fatty acid oxidation (603).  
Newborn infants have inefficient insulin secretion in response to changes in the 
concentration of blood glucose compared to older children and adults; this insufficient 
response is more manifested in preterm infants (604). In preterm infants, blood glucose 
concentrations are influenced by the administration of glucose rather to plasma insulin nor 
glucagon. Therefore, preterm infants are at higher risk for hypoglycaemia and 
hyperglycaemia at the neonatal period (605). The incretins, such as GLP-1 and GIP, 
stimulate insulin secretion through direct action on the β-cells of the pancreas; consequently, 
factors which influence GLP-1 and GIP secretion, promote insulin release (605). As, the 
patterns of insulin secretion during the neonatal period may programme the consequent later 
metabolic regulations (579, 606), the extent of insulin sensitivity of preterm infants during the 
neonatal period has been proposed as a potential indicator for long-term insulin-resistance 
(607).   
5.2.3 Immunoassay  
Immunoassay is a technique that involves the use of specific antibodies for identification and 
quantification of particular molecules in a sample. Immunoassays enable specific and 
sensitive detection of biomolecules in biological samples for research and clinical 
diagnostics. Traditional enzyme-linked immunosorbent assays (ELISA) was the most popular 
immunoassay procedure since the 1970s and is widely used in diagnostic medicine, quality 
control and research (608). ELISA is easy to perform, a very sensitive and specific technique 
for detecting and quantifying molecules and could be run at high throughput (609). Whilst 
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ELISA has been the standard method, it identifies and quantifies only a single marker per 
assay and to identify several molecules, multiple analyses result in longer time and requires 
a larger sample volume (610).  
In certain clinical situations, quick analyses of multiple biomarkers are highly demanded, 
which may assist clinicians in earlier diagnosis and decision-making regarding treatment of a 
patient’s conditions. For example, advances in oncology led to the discovery of varieties of 
biomarkers for different cancers. Detection of those markers facilitated early pre-clinical 
diagnosis and had a remarkable impact on clinical management and prediction of outcomes 
(611). Moreover, in epidemic incidents such as cholera, identification of the bacteria and 
toxins early is exceptionally vital to protect the population (612). The need for fast 
simultaneous analysis of multiple markers, with high sensitivity, requires further methods 
being investigated to conduct immunoassays. Therefore, the multiplexed assay was 
developed as another method for immunoassays.  
5.2.3.1 Multiplexing technology 
Multiplex technology allows simultaneous analysis of multiple different molecules in a single 
sample. There are two approaches available to perform multiplex analysis namely, 
microarray-based technology, and bead-based, which utilising micro-carriers, such as 
microbeads. (613), For the study presented in this chapter, I focus on the microbeads’ 
approach.    
Microbeads-based multiplex assays enable simultaneous identification and quantification of 
different molecules in one sample and process several samples at the same time (610). 
Microbeads immunoassays have been used to analyse cytokines, hormones and growth 
factors in various samples (plasma, serum and tissue culture) acting as a direct approach for 
detecting biomarkers and currently being the most advanced multiplex immunoassay (614, 
615). 
As this study was included neonates (preterm and term infants) and investigated five GutHs, 
a method that can assay multiple hormones in a single small sample is worthy of use; 
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therefore, the magnetic-beads multiplex technique has been used for analysing the targeted 
GutHs. This method has been used in previous research that investigated gut hormones and 
biochemical metabolites in preterm infants (581, 590, 616, 617). Moreover, some of the 
different gut hormones have direct relationships with each other (585, 598); it would be 
advantageous to measure such hormones simultaneously from the same sample. The 
magnetic-beads multiplex assay will be further described in Section 5.3.8.3 and Section 
5.3.8.4. 
5.2.4 Rationale for the study  
As described in Section 1.9.2, colostrum contains many trophic factors such as epidermal 
growth factor, insulin-like growth factor and transforming factor, which have trophic effects on 
the growth and maturation of the GIT (234-236), potentially leading to the earlier 
establishment of enteral feeding (618). Colostrum growth factors may also exert indirect 
trophic effects by increasing the concentrations of some of the circulating gut hormones 
(580); these trophic factors are present in colostrum expressed by mothers of full-term 
infants as well as and preterm infants, and are further higher in colostrum of those who have 
delivered preterm infants (195, 201, 274).  
Using the oropharyngeal route to coat the oropharynx with a small volume of colostrum could 
continue the effects of the amniotic fluid in utero, as described in Section 1.11 (158, 277). 
Furthermore, OPC administration can be used to provide the benefits of mother's colostrum 
to all infants whose care requires that they do not receive milk enterally such as infants with 
GIT immaturity or anomalies (oesophageal atresia, gastroschisis) and those requiring 
mechanical ventilation. Although, research investigating the effects of using OPC on 
outcomes of preterm infants are progressing (359, 503, 619, 620), to the best of my 
knowledge, no ongoing or published study has investigated gut hormone secretion in 
response to OPC administration. Moreover, most of the previous research has studied OPC 
in EXP and ELBW and VLBW infants; this study included all preterm infants’ categories and 
other sick infants requiring NIC. 
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Some studies have investigated gut hormones in preterm infants and their relationship to 
trophic and enteral feedings during the neonatal period (580, 592, 621), these studies did not 
assess the effect of providing mother’s colostrum by the oropharyngeal route on gut 
hormones.  
The Cochrane review (Chapter 2) and the case-control study (Chapter 4), as well as previous 
studies (353, 417), suggested that OPC administration can shorten the time to reach full 
enteral feeds. However, the mechanism through which colostrum administered by the 
oropharyngeal route enables the GIT to adapt to its postnatal function is currently unclear. 
The present study, therefore, evaluated some GutHs in the early postnatal period to assess 
the influence of OPC administration on gut hormone concentrations in preterm and sick 
infants. Changes in plasma concentrations of five different gut hormones were evaluated 
over the first two weeks of life using multiplex technology. Table 5.1 summaries the rationale 
for the gut hormones which were measured in this study.   
Table 5.1  Rationale for the gut hormones studied 
Gut hormone Rationale 
Peptide tyrosine 
tyrosine (PYY) 
Potential biomarker for predicting feeding intolerance (FI) in 
preterm infants. May reflect energy/weight balance (585) and it may 
predict impaired neuroendocrine responses and intestinal growth in 
infants at risk for FI (582).   
Gastric inhibitory 
polypeptide (GIP) 
Potential biomarker in predicting FI. May predict impaired 
neuroendocrine responses, and intestinal growth in infants at risk of 
FI (582, 593). Biomarker for entroinsular axis (587). 
Glucagon-like peptide 
(GLP-1) 
A regulatory signal between enteral feeding and GIT adaptation 
and potential biomarker in predicting FI (582). 
Ghrelin Reflects energy balance and postnatal catch-up growth (601).  
Insulin  Reflects the metabolic state and an important growth regulator 




5.2.5 Hypothesis and aims 
I hypothesised that oropharyngeal administration of the mother’s own colostrum to infants 
requiring neonatal intensive care is associated with changes in plasma concentrations of gut 
hormones which are known to promote the development of GIT and tolerance to enteral 
feeds. I also hypothesised that postnatal changes in different gut hormones are associated 
with growth rates in the infants.  
5.2.5.1 Aim of the study  
The purpose of this study was to evaluate the impact of OPC administration on gut hormone 
concentrations during the neonatal period. It was a pilot study to provide data that might 
inform appropriate sample size calculations for future studies with the power to assess the 
secondary clinical outcomes.  
5.2.5.1.1 Primary objective 
To evaluate whether early administration of OPC to preterm and unwell infants requiring NIC 
results in beneficial (increase/decrease or both) changes in plasma gut hormone 
concentrations during the first few postnatal weeks.  
5.2.5.1.2 Secondary objectives 
To investigate if there are relationships between changes in the plasma gut hormone 
concentrations and: 
- the growth trajectory of the infants  
-  the clinical outcomes of these infants during the stay in neonatal units.  
5.3 Methods  
This study received a favourable opinion from the East Midlands - Leicester South Research 
Ethics Committee (REC) (Appendix 12) and Human Research Authority (HRA) approval 
(reference number: 17/EM/0323) (Appendix 13). The study protocol was published on the 
HRA website (623).  As a participating National Health Services (NHS) organisation, the 
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Nottingham University Hospitals (NUH-NHS) trust confirmed the Capacity and Capability for 
conducting the study on the Nottingham neonatal units.  
5.3.1 Study design  
It was an observational, non-randomised study; compared infants who received own mother 
colostrum by the oropharyngeal route (OPC group) during the early neonatal period with 
those infants who did not receive OPC (No-OPC group). The neonatal units of the Queen’s 
Medical Centre (QMC) and the City Hospital (CH) at the NUH-NHS trust were the study site. 
5.3.2 Participants 
5.3.2.1 Eligibility criteria 
Infants were eligible for inclusion if they required NIC and were not able to receive enteral 
feeding.  
While all mothers were encouraged to express colostrum for their infant, this was not always 
available for administration in the 96 hours of life. Based on the standard care of the neonatal 
unit, infants who received OPC were assigned to the ‘OPC’ group, and those who did not 
receive OPC were assigned to the ‘No-OPC’ group. As the clinical conditions of, and NEC 
risks for, preterm and near-term/term infants differ, infants who had been recruited into the 
study were stratified for analysis into gestational age groups (<34 weeks (preterm) and >34 
weeks of gestation (near-term/term).  
5.3.2.2 Inclusion criteria 
Infants were considered for inclusion in this study if they have been: 
- admitted to one of the Nottingham’s two neonatal units, and  
- their developmental maturity or clinical condition or both requires that they do not 
receive enteral feeding, and 
- they are eligible to receive OPC according to the guideline of the neonatal units 
(Appendix 7), and 
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- their parents gave informed written consent. 
5.3.2.3 Exclusion criteria  
Infants were not eligible for inclusion in the study if: 
- they had major congenital anomalies, except those affecting the GIT, or 
- death was considered likely within the first 72 hours, or 
- there were contraindications for the infant to receive their mother’s milk as per the 
unit guideline (such as HIV infection), or  
- they were already receiving oral feeds, or 
- there was no informed parental consent to participate in the study. 
5.3.2.4 Involvement of the participants 
The participants were enrolled in the study after written informed consent was obtained from 
the parents and continued until the infant was discharged from the neonatal unit. 
5.3.3 Recruitment 
The researcher identified participants who were eligible for inclusion in the study from the 
ward list and the clinical database (Badger Neonatal) of the participating units. The 
participant’s clinical team who were nominated by the Chief Investigator (CI), appropriately 
trained in keeping with the principles of Good Clinical Practice (GCP) and entered onto the 
delegation log, approached the parents of eligible infants in the neonatal units and the 
postnatal ward at the QMC and CH Campuses of the Nottingham University Hospital NHS 
Trust. Detailed instructions and a study flow chart were provided to the clinical team and 
were available in the Investigator Site Folder (ISF), which included copies of all the study 
documents, at each participating unit. When it was reasonable after delivery, the clinical 
team approached the mothers, explained the study in detail and answered any question 
provided by the parents.  
Parents were offered Parent Information Sheets (PIS) (Appendix 14) approved by the ethics 
committee. The PIS described the objectives of the study, including the study process, how 
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the infant would be involved and the benefits and risks of taking part in the study. The PIS 
also described the infants’ rights, including the confidentiality of their information, voluntary 
participation and withdrawal from the study. Contact details of the research team were also 
provided. The PIS was only available in the English language in paper format in the neonatal 
units. When it was needed, an interpreter assisted with a discussion of the study. All parents 
were given sufficient time to read the PIS and to decide whether to participate in the study. 
The clinical team then introduced those who were interested in the study to the researcher.  
5.3.4 Informed consent  
To keep with the principles of GCP (624)  and protect the participants’ rights, informed 
written consent was obtained from parents of all the participants before the enrolment of their 
infants in the study. The process for obtaining parental informed consent was according to 
the REC guidance, and GCP  and the regulations of the University of Nottingham (UoN) 
(372). 
As mothers automatically have parental responsibility for their babies, written informed 
consent was gained from the infant’s mother. However, an agreement to participate is ideally 
sought from both parents of an eligible infant. Babies admitted to the neonatal unit within the 
first week of age, have very rarely received Birth Registration under UK law 
(https://www.gov.uk/parental-rights). Although the infant’s father to whom the infant’s mother 
is married/civil partnered at the time of the infant’s birth is legally permitted to give consent to 
studies involving his baby, as this study included information on the mother and her 
pregnancy, consent was considered valid when the mother gave consent. 
The consent form included data collection from the medical records, collection and storage of 
blood samples and the parent’s and infant participant’s rights (Appendix 15).  
Consent was received by an appropriate person in keeping with the principles of GCP and 
listed on the delegation log of the research. The consent form was completed and signed by 
the infant’s mother then signed and dated by the person who received the consent. 
According to the regulations of the UoN, the consent form was prepared in three copies; one 
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copy was given to the infant’s parent to keep, one was kept securely by the investigator, and 
a third was retained in the patient’s hospital records.  The decision regarding participation in 
the study was entirely voluntary. It was emphasised to the parents that consent regarding 
study participation could be withdrawn at any time without consequences on the quality or 
quantity of their babies’ medical care.  
5.3.5 Intervention 
Administration of OPC is part of the clinical care of infants on the neonatal units, according to 
the Nottingham Neonatal Service Guideline on the use of OPC (Appendix 7). Small volumes 
(0.2ml) of own mother’s colostrum were given by the oropharyngeal route every four hours 
for three days. OPC was started as early as possible within the first 96 hours of birth with the 
timing was dependent on the availability of the mother’s colostrum. All aspects of care and 
OPC use were at the discretion of and were the responsibility of, the clinical team treating the 
infant. 
5.3.6 Study regimen  
Once the signed written informed consent form was obtained, each participant was allocated 
a study identity code number (SID) to be used on the data collection forms and electronic 
data. A separate confidential record of the participant’s name, date of birth, local hospital 
number Badger unique number, and the SID was made to permit identification of all 
participants enrolled in the study, in case additional follow-up was required. 
The master file linking the study ID with the infants’ identifiable information was kept securely 
and separately at the Division of Child Health, Obstetrics & Gynaecology (COG) of the UoN. 
The study ID was used to label blood sample containers and all participant data records. 
5.3.6.1 Data collection  
With informed written consent, the researcher (AN) collected the study data from routinely 
recorded clinical items obtained from the clinical records. The data were recorded in the data 
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collection forms (DCFs) by hand using a black ballpoint pen. Next, the data were entered into 
encrypted anonymised electronic records.  
The completed DCFs were treated as confidential documents and to protect the rights of the 
study’s participants to privacy, the researchers adhered to the Data Protection Act, 1998. 
The study protocol, PIS and the consent form were updated to ensure compliance with the 
UK new General Data Protection Regulation (GDPR) (406) and Data Protection Act 2018 
(407). A supplementary information sheet was provided to the parents who participated in the 
study before the new law commenced. Only the necessary required information for the study 
was collected on the DCF, and all the DCFs were held securely, in a locked room and locked 
cupboard in the Division of COG at the UoN. Access to the information was limited to the 
researchers and any relevant regulatory authorities. All data were stored on a computer Z 
drive; a dedicated web server for the UON, which was securely password protected.  
5.3.6.1.1 Source of data  
The data were collected from the infants’ medical records including, the medical notes and 
the Badger neonatal database and Trust’s Digital Health Record (DHR) when it was 
necessary. Where an infant admitted to the Nottingham NICU was transferred to a local 
neonatal unit at another hospital Trust for ongoing care, data on outcomes to discharge from 
hospital were collected using the Badger database of that unit and the DHR system with the 
agreement of the local neonatal unit. 
5.3.6.1.2 Type of data  
The collected data included the following:  
 infants’ demographic information; date of birth, date & time of admission to the 
neonatal unit, gestational age, sex, birth weight and date of discharge from 
the neonatal unit  
 clinical characteristics of the infants such as mode of delivery, multiple 
gestations, delivery room resuscitation, 1 and 5-min Apgar score, non-
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invasive ventilation, endotracheal intubation & mechanical ventilation, central 
line placement, nasogastric tube, use of parenteral nutrition and medications 
 infant’s feeding history including, type of milk, mode of feeding, date of start, 
volume received during the intervention, date of attainment of full enteral 
feeding and type of milk received during admission and at discharge to home. 
 any morbidities during a hospital stay, such as NEC, sepsis, pneumonia, any 
other serious complications and death 
 results of the infant’s routine blood glucose testing (if undertaken) 
 infant’s growth parameters, weight, head circumference, at admission, 
throughout the infant’s care in the neonatal unit and before discharge as is 
standard care. It was also planned to include the length of the infants, 
however, measuring the length was not routinely recorded clinical items in the 
Nottingham neonatal units 
 OPC administration including, date of starting, frequency, number of doses 
received, total volume of colostrum received by the infant, duration of OPC, 
parent’s participation in administration, concomitant feeding regimen and any 
reported adverse effects 
 maternal and pregnancy medical history such as, medical and pregnancy-
related illness including diabetes, pre-eclampsia, infection, premature and/or 
prolonged rupture of membranes, antibiotic therapy, antenatal steroid use. 
Maternal data were also collected from the infant’s medical records. As part of 
standard care for infants on the NICU, these maternal data are routinely 
transferred into the infant records.  
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5.3.7 Outcome measures 
5.3.7.1 Primary outcome 
 Postnatal changes in plasma concentrations of gut hormones during the first two 
postnatal weeks. These will be evaluated by measuring plasma concentrations of 
PYY, GIP, GLP-1, ghrelin and insulin at baseline (before or within 24 hours of first 
receiving OPC) and at around 7 and 14 days from baseline. 
5.3.7.2 Secondary outcomes 
The following outcomes were assessed from birth till discharge from the neonatal unit: 
- Infant’s growth during a stay in the neonatal unit. Weight Z scores were calculated 
using clinical actual age percentile and Z-score calculator (544). Head circumference 
(HC) Z scores were not calculated as HC was not measured at birth. Length Z score 
was also not calculated as no data were available for the infant’s length in the 
medical records because the length is not routinely measured during stay in the 
neonatal unit. The difference between birth weight Z-score and weight Z-score at 
discharge from the neonatal units were used to assess the growth trajectory of the 
infants 
- days to reach full enteral (milk) feeds (defined as enteral milk at 150ml/kg/day or 
more sustained for 72 consecutive hours) 
- days of parenteral nutrition (PN)  
- days to first enteral feed 
- days of mechanical ventilation 
- length of stay in NICU, high dependency and low dependency units 
- death before discharge home 
- days of antibiotic use 
- the rate of breastfeeding and the type of milk at discharge 
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- feeding intolerance (defined as delayed commencement or/and delayed 
advancement of enteral feeding) 
- incidence of NEC (defined as Bell’s stage ≥ II) 
- incidence of clinically suspected or microbiologically-confirmed late-onset sepsis. 
5.3.8 Measurement of Gut hormones  
5.3.8.1 Blood sampling  
Blood samples for analysis of gut hormones were collected after written informed consent. 
Samples were withdrawn by the clinical team caring for the infant in line with routine blood 
sampling of the infant according to the clinical indications to prevent any additional 
discomfort or disturbance to the infant. Three samples were collected from each infant 
participant: at baseline (GH1) before administration of OPC (or a maximum of 24 hours after 
first OPC administration), around 7 and 14 days (GH7 & GH14). Each sample was a small 
volume of blood (around 250-500µl), in addition to that required for routine laboratory testing 
in the clinical care of the infant. The blood samples were collected in standard, manufactured 
tubes containing ethylene diamine tetra-acetate (EDTA) as an anticoagulant as used in 
clinical practice. A sample collection instruction sheet (Appendix 16) was prepared, and 
copies were kept in the ISF at the two study centres. The researcher (AN) collected and 
transported the blood sampling tubes on Ice from the neonatal units to the laboratory at the 
Division of COG at the UoN. Whilst waiting for collection the blood sample tube was 
immediately stored in a universal container within Ice bag in the refrigerator at the neonatal 
unit. A member of the laboratory team processed the blood samples immediately according 
to the manufacturer’s instructions. Samples were labelled using a combination of study ID, 
and two unique study identifiers (e.g. GH0-245) to permit accurate linkage to study data and 
the consent form. All samples were registered and stored according to the Human Tissue 
Authority’s Code of Practice (HTA) for Research, at the Division of COG (QMC and CH), 
UoN (625).  
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5.3.8.2 Sample preparation   
The blood samples were collected in tubes containing EDTA as an anticoagulant. To 
counterbalance the normal degradation of GIP and GLP-1 by dipeptidyl peptidase IV (DPP-
IV) enzyme (626), 10 µl protease inhibitors (Catalogue number: DPP4-010, Millipore) and 10 
µl of serine protease (Catalogue number: 565000-1VL, Millipore), which stabilises ghrelin 
(627), were immediately added to every 100 µl of blood in the EDTA tube. DPP-IV is a 
protease enzyme present mainly in the endothelial cells, and it also exists in the circulation. 
DPP-IV rapidly inactivates bioactive peptides such as the incretin hormones (628). 
Therefore, inhibition of the DPP-IV prolongs the half-life of the GIP and GLP-1 in the plasma; 
this effect allows better detection of these hormones. The blood samples were then 
centrifuged for 10 minutes at 2,000 g at 4°C. The plasma fractions of the samples were 
divided into aliquots and stored at -80°C until assayed. The cellular fractions were disposed 
of according to the HTA guidelines (625).  Processing of the blood samples was carried out 
by members of the COG laboratory team (Dr Lesia Kurlak, Dr Hiten Mistry, Dr Ian Bloor, Mr 
Mark Pope) or a laboratory research student (Mrs Layla Albustanji). 
5.3.8.3 Quantification of plasma gut hormones 
Plasma concentrations of the study target hormones were measured using microsphere-
based immunoassay such as MILLIPEX MAP assay.  
5.3.8.3.1 Magnetic beads-based immunoassay 
Magnetic beads (MBs) are small sized microspheres having a diameter ranges from 1 to 5 
micron (629).  They consist of an iron core surrounded by solid spherical particles and a 
mixture of two coloured dyes that adjusted to provide multiple distinct colours to enable 
simultaneous measurement of multiple biomolecules in a single microplate well (630). MBs 
immobilise molecules such as proteins, enzymes, peptide and nucleic acids to separate them 
from a sample and act as a sold surface where the assay reaction takes place (631).  
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Microbeads classified into two basic categories, nonmagnetic and magnetic. Magnetic beads 
have fluorescent and magnetic features and are compatible with all currently available 
Luminex-based equipment, which is commonly used as a platform in the commercial assay 
(632) 
5.3.8.3.1.1 Principle of MBs immunoassay  
The principle of the assay is analogous to a sandwich ELISA. Sandwich immunoassay is a 
technique using a pair of antibodies specific for the target molecule (e.g. peptide, protein, 
and antigen); one is attached to a solid surface to capture the target, it is referred as a 
capture antibody. The second antibody (detection antibody) binds to the target at a different 
site; thus, the target molecule is grasped between the two antibodies (633).  
In microbeads multiplex assay, sets of microbeads uniquely coded with a two fluorescent 
dye. The captivating antibodies directed against the target biomolecule are covalently 
combined with the beads. Coupled beads react with the sample containing the molecule of 
interest, and a sandwich compound is formed after adding biotinylated (conjugated with 
biotin) detection antibodies specific for the target molecule. Finally, the biotinylated detection 
antibodies bind with Phycoerythrin-Streptavidin conjugate, a reporter dye, which acts as the 
fluorescent indicator (Figure 5.1). The intensity of emitted light quantifies the relative amount 
of the molecule bound to the bead, and the quantity of the molecule found is directly 





Figure 5.1  Magnetic-bead immunoassay general principle 
Schematic diagram presents the sandwich magnetic-bead immunoassay. Magnetic bead: 
internally coloured with fluorescent dyes (red and infrared). Capture and Detection antibody: 
specific for a target molecule. Fluorescence reporter: Streptavidin-Phycoerythrin conjugate 
for detection of molecule via light emission that is directly proportional to the concentration of 
the bound molecule. Diagram adapted from Vignali 2000 (635).  
 
5.3.8.3.1.2 Advantages of magnetic-bead based assay (610) 
MBs immunoassay have many advantages include:  
- MBs have an optimum binding capacity even in small volume due to their small size 
and large surface area that allow the entire particle to react rapidly to stimuli with a 
high reaction rate. Therefore, may generate higher signals than if the same reaction 
is conducted in solutions (636) 
- Microbeads shorten the analysis time due to their low viscosity and high mobility that 
makes them more effective in the transport and delivery of the molecules to the 
reactive surface 
- MBs enhance the sensitivity of the assay because of their central iron core which, 
prevents trapping of the antibodies 
- MBs minimise sample loss, as centrifugation is not needed, which may lead to loss of 
immune complexes or breaking weak antibody-antigen bonds. Therefore, accuracy 
and reproducibility of the results will be ensured 
 210 
 
- small sample volume is required for simultaneous analysis of multiple molecules that 
make the analysis more cost-effective (632).  
The multiplex assay has some limitations, such as non-specific binding of antibodies that 
present in some samples may confound the measurement. However, many methods are 
available to remove these antibodies and preserve the integrity of the analysis (637). 
Sensitivity in the very low concentrations of some biomolecules and reference values for 
newborn infants remain a challenge for the researchers. Additionally, the multiplex assay 
requires specialised equipment, which creates high costs for initial installation (638).  
5.3.8.4 Gut hormone multiplex assay  
The target GutHs (Table 5.1) were measured using a Human Metabolic Hormone Magnetic 
Bead Panel (MILLIPLEXR Map # HMHEMAG-34K, 2013 EMD Millipore Corporation, 
Billerica, MA, USA.). The kit was obtained from a commercial company (Merck Millipore, 
U.K.) (https://www.merckgroup.com/uk).   
Bio-Plex® 200 (BIO-RAD) system consisting of an analyser, a computer station and a Bio-
Plex Manager software, was used as a platform for the analysis. BIO-RAD is a life science 
commercial company, providing a range of technological products for different areas such as 
life science research, clinical diagnostic, food science, quality control and spectroscopy 
(639)). Bio-Plex 200 is a flow cytometry-based detection system capable of conducting a 
qualitative and quantitative analysis of proteins and nucleic acids in a range of matrices. This 
flow cytometry platform has high sensitivity and allows simultaneous measurement of up to 
100 target molecules in a single well of 96-well plate. It is compatible with magnetic beads, 
used to analyse various biomolecules such as cytokines, hormones, and nucleic acids (640). 
However, Bio-Plex 200 is a costly system which could not be equipped into a total analysis 
system (610). 
Bio-Plex Manager version 6.1 software (BIO-RAD) was used for the quantitative analysis and 
data visualisation (641). The Bio-Plex Manager presents the data as median fluorescence 
intensity and the concentrations of the targeted hormones (pg/mL), which are proportional to 
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the fluorescence intensity. This software generates statistical reports for multiplex data that 
were exported in formats compatible with statistical software such as Microsoft Excel, 
facilitating and accelerating data analysis (641).  
5.3.8.4.1 Procedure of the assay  
The procedure of the Multiplex assay was carried out by Dr Ian Bloor and Mr Mark Pope at 
the Life Sceince Department (Biology Building, University Park Campus), UoN. All steps 
were performed according to the manufacturer’s instructions (Appendix 17). Figure 5.2 
demonstrates the basic steps of the bead-based immunoassay reactions.  
 
 
Figure 5.2  Summary of the procedure of beads-based immunoassay 
Schematic diagram summarises the basic steps of beads multiplex immunoassay (634) 
A: Microbeads are coloured internally with fluorescent dyes and coated with a specific 
capture antibody.  
B: Multiple sets of beads, is made, each bead set is coated with a distinct capture antibody to 
a target molecule  
C:  Addition of the sample and a mix of all desired bead sets are combined and incubated. 
D: Addition of a mixture of detection antibodies specific for the target molecules conjugated 
to a reporter dye, which is also specific for the same target molecules. 
E: The bead-analyte-reporter mixture is analysed through a flow chamber supporting 
individual bead separation.  
F: Each bead has the potential to have analyte bound to capture antibody, and a specific 
detection antibody bound to a reporter-dye, which depends on the analyte in the sample.  
G: A red laser light stimulates the red and infrared dyes within the microbeads, which 
identifies and categorises the beads. A green laser stimulates the detection antibody–
reporter dye complex that bound to the beads; the intensity of the signal quantifies the 





Each sample was analysed in triplicate with seven standards and two controls, which were 
included in the kit, to verify the efficiency of the experiment. A blank (Serum Matrix: LHGT-
SM, Millipore) that was provided with the kit was included for comparison. Two samples were 
only analysed in duplicates because there was insufficient plasma volume, which was 
expected in newborn infants with high haematocrit. For each gut hormone, a standard curve 
was generated by the Bio-Plex Manager software to determine the hormone concentrations 
of the samples relating to the mean fluorescence intensity (Appendix 18).  
The assay showed good precision (0 to 10.6% intra-assay coefficients of variation (CV)) 
except for two samples that had %CV of 11.5 and 13.9%. Each participant’s set of plasma 
samples was analysed at the same time to prevent potential errors due to inter-assay 
variations. The range of the standard recoveries was 83-110 %, except for PYY (S6; 41%). 
The standards recoveries were determined by back-calculation ((observed 
concentration/expected concentration) x 100), to assess the accuracy of the assay 
(acceptable range: 70-130%). The assay sensitivities (minimum detectable concentration) for 
the measured hormones were as follow:  PYY: 28; GIP: 0.6; GLP-1: 1.2; Ghrelin: 13; Insulin: 
87 pg/mL. Most of the observed concentration values of the measured hormones fall within 
the range of the standard curves except for GLP-1 and ghrelin. For GLP only 4/22 (18%) 
samples were below the range. Fifty per cent of the observed values of ghrelin fall outside of 
the range; this could be due to that the sample contains no hormone or its concentration 
below the detectable levels. Out of range values were also could be attributed to small 
sample volumes or a technical error.   
However, these ghrelin values were expected as ghrelin concentrations are very low or 
undetectable at birth and during the early neonatal period (581, 590). However, the data is 
still valuable by showing very low concentrations.   
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5.3.9 Statistics   
5.3.9.1 Sample size 
The study sample size was calculated using nQuery Advisor + nTrim version 7.0 software 
(642). Using data from a previous study that investigated gut hormones in preterm infants 
(590) this study reported an increase in the mean (SD) plasma PYY concentrations from 
353.0 ± 457.73 pg/ml to 634.3 ± 580.03 pg/ml after one week of enteral feeding, for an alpha 
of 0.05, a sample size of 9 per group would give 80% power to detect a difference.  
The aim was to recruit 40 infants, 20 infants born at <34 weeks of gestation and 20 infants 
born at > 34 weeks of gestation (10 per group). 
This research was a novel study which has been based on feasibility of completion with the 
recognition that this study was only powered to demonstrate likely changes in the primary 
outcome (postnatal changes in plasma gut hormone concentrations).  
5.3.9.2 Statistical analysis 
The Statistical Package for Social Sciences (SPSS) for Windows (Version 23, Armonk, NY: 
IBM Cop) (549), and GraphPad (GraphPad Software Inc., La Jolla, CA, USA) (643) were 
used for performing the statistical tests. A p-value of 0.05 was considered statistically 
significant.  
Participants’ demographic and clinical data were summarised using descriptive analysis for 
categorical variables (frequencies and percentages). Continuous variables were presented 
according to the data distribution as a mean ± standard error of the mean (SEM) for normal 
distribution and median and range/interquartile range (IQR) for skewed data. Normality of 
data was assessed using a histogram plot and Shapiro-Wilks test of normality. A 
transformation was performed for continuous data that did not demonstrate a normal 
distribution.  
Repeated Measure One-way Analysis of Variance (RM-ANOVA) was used to measure 
changes in the gut hormone concentrations over time. Correlations of changes in plasma gut 
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hormones concentrations with feeding volumes and gestational age and birth weight of 
infants were assessed using Pearson’s Correlation Coefficients for parametric data or 
Spearman’s for non-parametric.  
Comparisons between the study groups, for continuous data, independent t-test for 
parametric data, and Mann Whitney U tests for non-parametric data and Fishers’ exact test 
for categorical data are the planned analysis when the study complete.  
Survival analysis using the Kaplan-Meier method is also planned to analyse time to reach 
event outcomes such as full enteral feeding, duration of parenteral nutrition and stay in the 
neonatal unit. Kaplan-Meier curves will be used to present the difference between the study 
groups in outcomes of interest. The Kaplan-Meier analysis is a non-parametric estimate; 
computing the probability of events that occur at a given point of time (644).  
Appropriate, multivariate analysis is planned to adjust for potential confounders such as 
gestational age and birth weights.  
5.3.9.3 Dealing with missing data 
Several methods have been established to deal with partially missed data such as complete-
case analysis and available-case analysis and single imputation. However, such approaches 
have many limitations; therefore, they are generally not recommended when an 
unacceptable percentage of data is missed (> 10%) (552). In this study, the data were 
analysed by the total case basis; for each variable; only those infants with complete data are 
included in the final analysis.   
5.4 Results 
From May 1st 2018 to July 19th 2018, 344 babies were admitted to Nottingham neonatal 
units at the Nottingham University Hospitals NHS Trust; QMC and CH, UK: 70 infants were 
born before a gestational age of <34 weeks and 274 infants were born >34 weeks of 
gestation. Parents of 20 eligible infants who were <34 weeks of gestation had been 
approached to participate in the study. Informed written consents have been obtained from 
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parents of four infants, however, one of these four infants was excluded because he was 
transferred to other hospital before collecting the second and third blood samples. Parents of 
7 eligible infants who were >34 weeks of gestation were approached, parents of 4 infants 





Figure 5.3 Study flow chart 
Flow of the enrolled infants in the study and final analysis.  
n: number of infants 
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5.4.1 Characteristics of the included infants  
Seven infants were included in the analysis, comprising a heterogeneous group. Most of the 
infants were male (85%). The mean ± SEM of the gestational age was 32.8 ± 1.5 weeks, and 
the mean birth weight was 1970 ± 302.20 grams. Six infants received OPC; mean ± SEM, 
age for starting OPC was 2.2 ± 0.4 (95% CI, 1.14 to 3.19) days; number of doses were 
received: 11.5 ± 1.4 (95% CI, 8 to 15) doses; colostrum volume was received: 2.3 ± 0.25 
(95% CI, 1.7 to 3) ml. OPC was provided for 3 ± 0.25 (95% CI, 2.34 to 3.66) days. Most of 
the infants did not receive trophic or enteral feeding throughout when OPC has been given 
except one infant (infant 4) who had started trophic feeding during the second day of OPC 




Table 5.2  Characteristics of the participant infants 
Criteria  Infant 1 Infant 2 Infant 3 Infant 4 Infant 5 Infant 6 Infant 7 
Study group OPC OPC OPC OPC No-OPC OPC OPC 
Gender   F M M M M M M 
GA (weeks+ day) 37+1 31+3 35+4 35 36+1 28+2 27+1 
Birth weight (g) 2230 1630 2120 1910 3520 1250 1130 
Birth weight/GA SGA AGA AGA SGA LGA AGA AGA 


























administration   
No Yes Yes No No Yes No 
Maternal 
Antenatal steroid  






Preterm Gastroschisis OA/TOF HIE Preterm Preterm 
Start feeding 
(postnatal day) 
5 3 6 3 4 4 4 
Type of milk  EBM Formula EBM EBM EBM EBM EBM 
Feed volume 
(ml/kg/day) 
       
GH1 NBM NBM NBM 1* NBM NBM NBM 
GH7 110 160 15 150 160 100 145 
GH14 32 145 16 145 165 125 160 
OPC: oropharyngeal colostrum; GA: gestational age; SGA: small for GA; LGA: large for GA; AGA: 
appropriate for GA; NVD; normal vaginal delivery; CS: caesarean section; TOF: tracheoesophageal 
fistula; HIE: hypoxic-ischemic encephalopathy; OA: Oesophageal atresia; GH: gut hormone, 1: first 
sample; 7, 14: days from first sample; NBM: nil by mouth; EBM: expressed breast milk; *: ml/kg/hour. 
 
5.4.2 Gut hormone concentrations over two postnatal weeks  
The mean ± SEM postnatal age of the infants was 2.9 ± 2.4 (95% CI, 1.86 to 3.84) days, and 
almost all of the infants were fasting (6/7 (86%) infants) when the basal blood samples for 
gut hormone assay were taken.  
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5.4.2.1 Peptide tyrosine tyrosine (PYY) 
Five of seven infants showed a significant increase in plasma PYY concentrations during the 
first week. By postnatal day 14, plasma PYY did not show a further increase in its 
concentrations (Figure 5.4). Overall, there were statistically significant changes in plasma 
PYY concentrations over time (p = 0.02). Bonferroni pairwise comparisons demonstrated that 
PYY plasma concentrations increased significantly at D7 compared to the basal value 
(adjusted p = 0.04 (Figure 5.5). 
 
Figure 5.4  Plasma PYY concentrations for individual infant 
Postnatal changes in plasma PPY concentrations (n = 7) over a two weeks period. Each line: 
represents the trend of PYY concentrations for an individual infant. Infants 2, 6 and 7 <34 
weeks gestation; infants 1, 3, 4 and 5 > 34 weeks (All infants received OPC except infant 5); 
Symbols: time point (the day when samples were taken: D1 (baseline), around D7 and D14); 
PYY: peptide tyrosine tyrosine.  









































Figure 5.5  Plasma PYY concentration over time 
Postnatal changes in plasma PYY over a two weeks period (n = 7). Bar: represents PYY 
plasma concentrations. Blood samples were taken for analysing PYY, Brown: baseline 
(around postnatal day 1 of life); Green: around day 7 from baseline; Blue: around day 14; 
Values are mean ± SEM. Comparisons: repeated measure ANOVA and Bonferroni post hoc 
test; **: p = 0.02; * p= 0.04; PYY: peptide tyrosine tyrosine. 
 
5.4.2.2 Gastric inhibitory polypeptide (GIP) 
The majority of the infants showed a significant increase in plasma GIP concentrations at D7. 
By D14, plasma GIP concentrations had a decreasing trend (Figure 5.6). Overall, there was 
a statistically significant increase in the plasma GIP over two postnatal weeks (p = 0.007). 
Adjustment for multiple comparisons (Bonferroni) demonstrated that the increase of GIP 
concentrations from the basal value and D7 (adjusted p = 0.02) and D14 (adjusted p = 0.04) 





































Figure 5.6  GIP plasma concentration for individual infant 
Postnatal changes in plasma GIP concentrations over a two weeks period (n = 7). Each line: 
represents trend of GIP concentrations for individual infant; Infants 2, 6 and 7 <34 weeks 
gestation; Infants 1, 3, 4 and 5 > 34 weeks (All infants received OPC except infant 5). 
Symbols: time point (day when samples were taken): D1 (baseline), around D7 and D14); 
GIP: gastric inhibitory polypeptide 
 
 
Figure 5.7  Plasma GIP concentrations over time 
Postnatal changes in plasma GIP over a two weeks period (n = 7). Bar: represents GIP 
plasma concentrations. Blood samples were taken for analysing GIP, Brown: baseline 
(around first postnatal day of life); Green: around day 7 from baseline; Blue: around day 14; 
Values are mean ± SEM. Comparisons: repeated measure ANOVA (***: p = 0.007) and 
Bonferroni post hoc test (*: p = 0.02; **: p = 0.04); GIP: gastric inhibitory peptide. 
 









































































5.4.2.3 Glucagon-like peptide (GLP-1) 
Four (4/7) infants were included in this analysis because for three infants (one from the <34 
weeks’ group, and two from the >34 weeks group), only two values for plasma GLP-1 
concentrations were detected (other values were below the limit of sensitivity of the assay). 
The four infants showed a substantial increase in plasma GLP-1 at D7, yet, by D14 there 
were reductions in the GLP-1 concentrations (Figure 5.8). Overall, there was a statistically 
significant increase in GLP-1 plasma concentrations over two postnatal weeks (p = 0.02). 
Bonferroni post hoc pairwise comparisons showed a statistically significant increase in 
plasma GLP-1 concentrations at D7 (adjusted p = 0.03) (Figure 5.9).  
 
Figure 5.8  Plasma GLP-1 concentrations for individual infant 
Postnatal changes in plasma GLP-1 concentrations (n = 4) over a two weeks period. Each 
line: represents a trend in GLP-1 concentrations for an individual infant; Infant 2 and 6 <34 
weeks gestation; Infant 4 and 5 >34 weeks (All infants received OPC except infant 5).  
Symbols: time point (day when the sample was taken: D1 (baseline), around D7 and D14); 
GLP-1: glucagon-like peptide 








































Figure 5.9  Plasma GLP-1 concentration over time 
Postnatal changes in plasma GLP-1 (n = 4) over a two weeks period. Bar: represents GLP-1 
plasma concentrations. Blood samples were taken for analysing GLP-1, Brown: baseline 
(around postnatal day 1 of life); Green: around day 7 from baseline; Blue: around day 14; 
Values are mean ± SEM. Comparisons: one-way ANOVA (**p = 0.02) and Bonferroni post 




Baseline Ghrelin plasma concentrations (D1) were below the limit of detection of the assay 
for five infants (5/7: 71%); therefore, Ghrelin D1 were not included in the analysis. Around 
postnatal D7 and D14 Ghrelin concentrations were detected in five infants. There were no 







































Figure 5.10  Changes in plasma Ghrelin concentrations 
Postnatal age (days) when (n = 5). Bar: represents ghrelin plasma concentrations; Blood 
samples were taken for analysing ghrelin, Green: around day 7 from baseline; Blue: around 
day 14; Values are mean ± SEM. Comparisons: repeated measures one-way ANOVA 
 
5.4.2.5 Insulin  
There were no statistically significant changes in plasma insulin concentrations during the 
first postnatal weeks (D1: 680.58 ± 153.29 (95% CI, 305 to 1056); D7: 401.67 ± 45 (95% CI, 
292 to 512); D14: 439.67 ± 286.02.59 (95% CI, 229 to 650); p = 0.19).  
5.4.3 Correlation of plasma gut hormone concentrations with 
gestational age and birth weight 
5.4.3.1 Plasma gut hormone concentrations and infant’s gestational age  
There were no statistically significant relationships between gestational age and the basal 
plasma concentrations of the gut hormones investigated in this study except for Ghrelin 
(Table 5.3). Ghrelin basal concentrations (D1 samples) for five infants were below the range 
of the detection of the assay; therefore, basal ghrelin was not included in the analysis. 






































there was a significant negative correlation between the mean plasma ghrelin concentrations 
(D7 and D14 samples) and the infant’s gestational age (r = -0.7). 
 
Table 5.3  Relationships between basal plasma gut hormone concentrations and 
infant’s gestational age 
Hormone  
(baseline) 
Correlation coefficient r 95% confidence interval P value 
PYY (n = 7) -0.28 -0.85 to 0.60 0.55 
GIP (n = 7) -0.48 -0.91 to 0.43 0.23 
GLP-1 (n = 4) -0.62* 0.99 to 0.63 0.16* 
Insulin (n = 7) 0.02 -0.76 to 0.74 0.96 
PYY: peptide tyrosine tyrosine; GIP: gastric inhibitory peptide; GLP: glucagon-like peptide; 
r: Pearson’s correlation; * Spearman correlation; statistical significant: p<0.05 
 
5.4.3.2 Basal gut hormone concentrations and infant’s birth weight  
There were no statistically significant relationships between basal values of the investigated 
gut hormones and birth weights and birth weight Z score of the infants except for ghrelin as 
demonstrated in Table 5.4. Ghrelin basal concentrations were below the range of the 
detection of the assay; therefore, basal ghrelin was not included in the analysis. As values for 
ghrelin concentrations were detected around D7 and D14 for five infants; the mean plasma 





Table 5.4  Relationships between basal gut hormone concentrations and infants’ birth 
weights and birth weight Z scores 
Hormone 
(baseline) 
Birth weight Birth WZS 
Coefficient r (95%CI)  P value Coefficient r (95%CI) P value 
PYY (n = 7) -0.25 (-0.84 to 0.62)  0.58 0.06 (-0.72 to 0.78) 0.89 
GIP (n = 7) -0.28 (-0.86 to 0.59) 0.53 0.32 (-0.57 to 0.87) 0.48 
GLP-1 (n = 4) -0.80 (-0.95 to 0.68)* 0.30 -0.40 (-0.97 to 0.95) 0.75* 
Insulin (n = 7) 0.02 (-0.72 to 0.78) 0.98 -0.02 (-0.76 to 0.75) 0.96 
WZS: weight Z score; CI: confidence interval; PYY: peptide tyrosine tyrosine; GIP: gastric 
inhibitory peptide; GLP: glucagon-like peptide; r: Pearson’s correlation;  * Spearman 
correlation; statistical significant: p<0.05  
 
5.4.4 Correlation of plasma gut hormone concentrations with 
enteral feeds 
Spearman’s correlation was carried out to evaluate the relationships between gut hormone 
levels and milk volumes received by the infants when the blood samples were taken. There 
were positive correlations between plasma concentrations of the investigated gut hormones 
and the milk volumes received by the infants except for ghrelin and insulin as illustrated in 
Table 5.5. 
Table 5.5  Relationships between gut hormone concentrations and mean milk volumes 
received by the infants  
Hormone  Correlation coefficient (r) 95% confidence interval P value 
PYY (n = 7) 0.57 0.17 to 0.80 0.007 
GIP (n = 7) 0.65 0.29 to 0.85 0.002 
GLP-1 (n = 4) 0.55 0.03 to 0.80 0.03 
Ghrelin (n = 4) -0.28 -0.74 to 0.36 0.36 
Insulin (n = 7) -0.41 -0.72 to -0.05 .07 
PYY: peptide tyrosine tyrosine; GIP: gastric inhibitory peptide; GLP: glucagon-like 




5.4.5 Changes in gut hormone concentrations by gestational age 
group 
No statistically significant differences were observed in the changes of gut hormone plasma 
concentrations among the groups at baseline, D7 and D14 in either gestational age (<34 
weeks and >34 weeks of gestation) expect for plasma GLP-1 (p = 0.01) (Figure 5.11).  
As most of the included infants (6/7 (86%) had received OPC during the first week of life; 
therefore, comparison of infants who received OPC with those who did not receive was not 




Figure 5.11  Changes in gut hormone concentrations by gestational age group 
Comparisons of changes in plasma gut hormone concentrations among the study groups; 
>34 weeks of gestation (n = 4); <34 weeks of gestation (n = 3). Brown: basal sample (D1); 
Green: second sample (D7: around 7 days from D1); Blue: third sample (D14 around 14 from 
D1). Values: mean ± SEM; **: p = 0.01 (two-way repeated measures ANOVA). PYY: peptide 
tyrosine tyrosine; GIP: gastric inhibitory peptide; GLP: glucagon-like peptide. 





5.5.1 Key findings  
These preliminary data showed that there was a trend for an increase in the plasma 
concentrations of different gut hormones during the first postnatal week in preterm and term 
infants. Each hormone had a specific pattern of plasma concentrations soon after birth and 
over the early postnatal weeks. The changes in gut hormone concentrations are likely to be 
related to the infant’s feeds rather than the gestational age or birth weight. 
5.5.2 Gut hormone concentrations during early postnatal weeks  
Gut peptides, which were measured in the current study, showed a significant increase in 
their plasma concentrations during the first postnatal week except for ghrelin and insulin. The 
mean plasma PYY, GIP and GLP-1 concentrations rapidly increased during the first week 
and sustained high in the second week when compared with the baseline fasting 
concentrations. This selective rising of these three hormones may suggest that their actions 
may be what is required for this period of life. A significant rise in the levels of plasma PYY, 
GIP and GLP-1 between birth, and postnatal day 7 were observed by a study that 
investigated the relationship between enteral feeds and gut hormones among preterm infants 
<33 weeks gestation (581). However, participants were retrospectively selected, and the 
serum samples were not primarily collected for the study. Another study also reported a peak 
in serum PYY concentration at day 12 postnatal in preterm infants and day 18 in full-term 
infants (584). The fasting levels of PYY, GIP and GLP-1 were higher than adult fasting levels, 
this finding was built on previous studies, which have found in preterm and term infants 
higher levels of these hormones compared with older children and adults (584, 598, 645). 
The postnatal surge of plasma PYY, GIP and GLP-1 concentrations were linked to postnatal 
adaptation to prepare the GIT for enteral feeding.  High plasma PYY and GIP concentrations 
during the first week of life have been associated with quicker attainment of full enteral feeds 
in preterm infants (< 33 weeks) adjusted for potential confounders (581); this may indicate 
functioning enterocytes that may reflect intact gut hormone axes (581, 590, 593). Therefore, 
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their plasma concentrations may be possible indicators that could identify high-risk infants for 
feeding intolerance (581).  
In the current study, the median fasting plasma PYY, GIP and GLP-1 concentrations were 
higher compared to a previous study (581) that investigated gut hormone concentrations 
during the first postnatal week among preterm infants (PYY: 356.08 versus 14.0; GIP: 
21.8700 versus 9.0; GLP-1: 6.94 versus 0.6 pg/mL). Although the previous study used the 
same immunoassay methods (Milliplex Map Human Gut Hormone Panel, Millipore, Billerica, 
MA); however, it included a lower gestational age. Notably, the higher level of plasma GLP-1 
could be related to the use of DPP-IV inhibitor to counteract the physiological degradation of 
GLP-1 by the enzyme DDP-IV (628) while the previous study did not state if DPP-IV inhibitor 
has been added to the blood samples. In the present study, plasma PYY, GIP and GLP-1 
concentrations were also higher compared to another previous study, which found high PYY, 
GIP and GLP-1 at birth associated with a significant postnatal increase among preterm 
infants (< 37 weeks gestation) (590). This previous study also used the same multiplex 
immunoassay, and DDP-IV inhibitor was added to the blood samples (590). The observed 
higher plasma PYY, GIP and GLP-1 concentrations in the current study might be suggested 
to the use of OPC in the study cohort (86% of the infants received OPC during fasting status 
and when the basal samples were collected). Colostral growth factors such as epidermal 
growth factor and insulin-like growth factors (234, 236) may travel to the gut if not absorbed 
by the buccal mucosa, and stimulate gut maturation. Moreover, gastrointestinal peptides 
such as GIP has been found in human colostrum and milk during the first postnatal weeks 
may also be important factors for using OPC (646, 647). However, the sample size was not 
sufficient to detect this relationship, lacked a control group, and the potential confounders 
might have influenced the results. Additionally, using different methodology and sitting might 
limit comparison with previous studies.  
In this study as well as other studies (581, 590), fasting plasma Ghrelin concentrations were 
very low or undetectable and, plasma ghrelin did not show significant changes during the 
study period. Plasma ghrelin concentrations had been reported to increase by 2 to 3 weeks 
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after birth and peak after four weeks continuing up to 24 months (597, 598). Nevertheless, 
measurements of ghrelin taken during the first two weeks, with further serial measurements 
of plasma ghrelin may provide more data on the changes of plasma ghrelin. Delayed 
postnatal increase in ghrelin levels compared to other gut hormones may be related to the 
period of maturation of the stomach, which is the main site for ghrelin secretion (594), by 
other gut peptides that increased earlier such as PYY and GIP. Ghrelin stimulates growth 
hormone secretion and appetite, reduces utilisation of fat and maintains blood glucose levels 
(648, 649). Consequently, it may reflect a physiological requirement, at this stage of life, 
when growth hormone commences to exert its effects, and changes in feeding occur.  
Postnatal plasma insulin concentrations also did not show a significant increase; this might 
be related to the physiological fall in the blood glucose concentrations after birth, that 
suppresses insulin secretion as a part of the regulatory mechanisms for postnatal glucose 
homeostasis (91). Plasma insulin levels also did not show a consistent trend over two weeks; 
this could be attributed to variability in the supplemental parenteral nutrition had been 
received by the infant while insulin blood samples were being taken. Moreover, differences in 
the clinical conditions of the participant infants may have a role in determining circulating 
insulin concentration. For instance, there was one participant who had hypoglycaemia during 
the first postnatal day, and he received intravenous bolus glucose. This infant had a higher 
basal plasma insulin level compared to the other infants. Rapid correction of hypoglycaemia 
is a probable reason for the high insulin in this infant. Another infant (27 weeks gestation) 
was receiving total parenteral nutrition and intravenous insulin during the period of sample 
collection.  
The trend of plasma insulin was variable after birth. Whilst one study found no significant 
changes in insulin concentrations during the early postnatal weeks (590), another study 
reported a significant increase in plasma insulin concentrations during the first week of life 
(581) in preterm term infants <33 weeks with a mean gestational age of 28.1 ± 1.3 weeks, 
and most of the infants were receiving parenteral nutrition. However, variable insulin 
response to blood glucose concentrations has been demonstrated during the neonatal 
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period, particularly for extremely preterm infants (605).  Early postnatal hypoglycaemia 
resulting in the reduction of insulin levels was thought to be an essential part of adaptation to 
extra-uterine life (650). Because blood samples were only obtained at times when blood 
sampling was required for clinical reasons, exact blood sugar values were not available, 
especially when the second and third samples for gut hormones were taken. Therefore, the 
correlation of insulin concentrations with the corresponding blood sugar was not achievable.   
5.5.3 Correlation of plasma gut hormones with gestational age 
and birth weight 
There were no correlations between the basal (fasting) concentrations of the different gut 
hormones investigated in the present study and the infant’s gestational age or birth weight. 
Previous studies were conflicting for correlation of circulating PYY and GIP with gestational 
age. Whilst some studies found that PYY concentrations negatively correlated to gestational 
age (585, 598, 645) others found no relationships between the levels of circulating PYY and 
gestational age (581, 584); this conflict could be attributed to differences in the methodology 
between the studies. The basal GLP-1 levels were negatively correlated (r = -0.84) to the 
gestational age but this did not reach statistical significance that might be related to the 
sample size for baseline GLP-1 (n = 4) because three infants had low values that were below 
the sensitivity of the assay. Likewise, some studies showed no relationship between GLP-1 
and gestational age (592, 593, 616) and a negative correlation was reported by others (590). 
Some studies reported higher concentrations in preterm infants compared to full term, (585, 
597, 598); this difference was explained to be due to increased synthesis and decreased 
hepatic and renal clearance as a consequence of prematurity (648). 
There was a significant negative correlation between the mean plasma ghrelin concentration 
and the infant’s birth weight (r = -0.8); this finding was consistent with previous studies 
investigating ghrelin during the early life (585, 598, 651). High ghrelin levels have been 
reported in the umbilical cord blood and at one week of life in SGA infants (651). In preterm 
infants, at birth, high plasma ghrelin reflects the nutritional status and represents a negative 
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energy balance (585). Increased plasma ghrelin concentrations have also been associated 
with statuses of negative energy-weight balance such as anorexia nervosa and malignancy 
cachexia as a compensatory mechanism through its orexigenic and adipogenic effects (652). 
Therefore, Ghrelin has been suggested to be related to postnatal growth and its plasma 
concentrations could be considered as a predictor for postnatal catch-up growth, particularly 
in preterm infants (585, 597).  
5.5.4 Correlations of plasma gut hormones with enteral feeds 
The observed postnatal increase in plasma concentrations of gut hormones was likely 
related to the initiation of enteral feeding. Plasma concentrations of PYY, GIP and GLP-1 
during the early postnatal weeks were in direct relationship with the milk volumes received by 
the infants. The rapid increase in plasma gut hormones with trophic and enteral feeding has 
been previously reported (580, 590). This relationship depends on the milk increment and the 
cumulative milk taken by the infants (580) and what time the blood sample was obtained 
around the feed (before or after). In the current study, although 86% of the participant infants 
received OPC during the first week of life, a control group was not available for comparison. 
Relating the timing of sample collection to the timing of the feeds was also not feasible 
because the blood samples were only obtained when clinically indicated blood sampling; this 
limitation is less likely relevant especially in preterm infants who are often fed more 
frequently and over longer periods in comparison to older infants and children (579). 
Furthermore, potential factors, such as receiving a blood transfusion, which is expected 
especially in an infant requiring NIC, may have confounded the results. 
Though, the data suggested a significant rise in gut hormones in response to enteral feeding, 
but the small sample size and the heterogeneous cohort could have affected the findings. As 
enteral feeding in newborn infants is influenced by many factors such as gestational age and 
the infant’s clinical status, it may be difficult to elucidate the relationship of enteral feeds to 
the plasma gut hormones in a small cohort during a short postnatal period. Additionally, the 
type of milk and the pattern of enteral feeding play a role in the pathway of gut hormone 
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secretions and maturation of the gut (581, 653). Nutritional compositions of the milk, such as 
protein, fat and carbohydrates, and their proportions that were received by the infants, 
influence the release of certain gut peptides (581). For example, GIP is secreted mainly in 
response to carbohydrates in the intestinal lumen to stimulate insulin secretion (654), while, 
PYY release has been related to the enteral intake of protein, fat and also carbohydrates 
(581). Higher GIP concentrations (induce insulin secretion and fat deposition) were reported 
in formula-fed infants compared to breastfed infants at 1, 3 and 6 months of age (655); this 
might in part explain the protective role of breastfeeding against obesity.  
Notably, plasma ghrelin concentrations did not correlate to enteral feeds in this study, as well 
as in previous studies (590, 597). This finding supports the requirement of ghrelin in a later 
postnatal life as discussed previously. However, as feeding preterm infants is not determined 
by appetite and the milk volume is influenced by the infants’ clinical conditions, evaluating the 
effects and relationship of ghrelin with enteral feeds in preterm infants might be a complex 
issue during the early postnatal period.    
Although gut hormones have been studied since the1970s (653, 656), most studies 
investigating different gut hormones during the neonatal period were observational, with 
small sample size and some were retrospective. Many studies were conducted in animal 
models, which may not have represented the conditions of preterm infants (657-659). 
Furthermore, experimental data have to be translated into the clinical setting. Evidence 
underpinning the pattern of gut hormone responses and their potential implications in clinical 
practices during early life appears to be insufficient.  
5.5.5 Strengths and limitations 
This is the first study that highlighted the potential effects of OPC administration on gut 
hormone release in preterm and sick infants, to the best of my knowledge. Moreover, most of 
the previous research studied OPC in EXP and ELBW and VLBW infants; this study included 
all preterm infants’ categories and other sick infants requiring NIC. The study followed open 
access published protocol (623). In advance publication of the protocol can enhance 
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transparency of the research, provides detailed information and more opportunities for peer 
reviews of the methods and collaboration (571). It also minimises potential reporting bias 
(463).   
I have also used multiplex immunoassay an advanced technique that involves small sample 
volumes. Preterm and sick infants have high haematocrits (61% ± 7.4% (660)) during the first 
few postnatal days. The haematocrit is the percentage of red blood cells in the blood. When 
the haematocrit is high; there is a less plasma or serum obtainable from a blood sample. 
Therefore, using a technique, which requires a small plasma volume was very helpful. This 
technique also saves time and was cost-effective as multiple hormones could be analysed 
simultaneously in one sample.  
This current study faced many limitations; it was not completed because of the Chief 
Investigator left the university necessitating a new ethical approval that took time more than 
expected. 
The small sample size and heterogeneity of the participant infants created an important 
limitation for the study. Recruitment of participants was limited by the busy NICUs where 
clinical needs take priority over activities that are entirely research orientated; this was 
compounded by the lack of a clinical staff member who had GCP training; therefore, some 
eligible infants could not be recruited. Additionally, another a clinical trial was ongoing during 
this study period had some influence on the recruitment. For instance, the Study of Preterm 
Infant and Neurodevelopment Genes (SPRING) (661), a prospective cohort study that 
investigating the relationship between neuropsychiatric disorders, genetic risks and preterm 
birth (delivery < 32 weeks gestation), was also collecting blood sample (1ml) from each 
participant and parents were concerned about this.  
Some infants were transferred to another hospital before enrolment in the study although 
their parent agreed. This issue created a threat to the progress of the study particularly when 
infants were transferred after enrolment, and the basal blood samples had been taken. 
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However, this is a challenge for any research recruiting neonates, whose clinical care often 
necessitates transfer to other hospitals.  
Blood samples were obtained only when routine blood sampling of the infant was needed for 
clinical indications; therefore, it was difficult, taking the blood samples at the exact scheduled 
time; however, generally, most of the samples were taken around the planned days. The 
different techniques of sample collection, such as heel prick or using an indwelling central 
catheter, may have affected the quality of the samples for immunoassay of the hormones. 
Moreover, some values were below the range of the range of the standard curves; however, 
using higher sample volumes and saturation of the standard curves at lower ends may 
broaden the detection especially for hormone such as ghrelin, which is expected to be low at 
this stage of life (581, 590). 
5.5.6 Conclusion 
Preliminary data from this pilot study demonstrated that there was a trend for postnatal 
increase in plasma gut hormone concentrations, which may be due to enteral feeding, a 
physiological trend or another explanation. Despite, the heterogeneity of the study cohort, 
and variability in the feeding of the participants, most of the gut hormones of interest in this 
study showed a similar postnatal trend. Alhough most of the participant infants received early 
OPC, the small sample and lack of comparison group limited demonstrating a potential effect 
of OPC administration on plasma gut hormone concentrations. However, the study did not 
complete and recruiting further participants are needed to report a final conclusion.  Further 
research is needed to establish whether early OPC administration could stimulate gut 
hormone secretions and promote maturation of the gut. 
5.5.6.1 Implications for future research  
Given the current lack of studies investigating the effects of OPC administration on the 
response of gut hormones in preterm and sick neonates, there is scope for the development 
of further research. Some likely areas for future research are suggested below: 
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- Large, well-designed RCTs that attempt to control for potential confounders, such as 
gestational age, birth weight and clinical status of the infants. 
- Future research may consider the effect of different feeding strategies on the different 
gut hormones (e.g. continuous versus bolus feeding). 
- Gut hormone concentrations might be assessed more precisely if the collection of 
blood samples are obtained more frequently during the first few postnatal weeks. The 
samples could be best taken at a fixed time to feeds (before and after) as secretion of 
the gut peptides is related to food intake (579, 593). The type of milk feeds should 
also be taken into consideration to minimise potential variability and may produce 
better results. 
- Comparing sick newborn infants requiring NIC with healthy infants could be an option 
for future research. This comparison may identify a possible physiological pattern of 




Chapter 6. Conclusion 
This thesis was undertaken to determine whether early (within the first seven days of life) 
oropharyngeal administration of mother’s colostrum (OPC) to preterm and sick infants 
prevents prematurity-related complications and improves health outcomes for the infants.    
This chapter summarises the main findings and limitations of this thesis and overviews the 
implications for clinical practice and research.  
6.1 Summary of findings 
6.1.1 Oropharyngeal administration of mother’s own colostrum 
to preterm infants: a survey of practice 
This study aimed to gain an overview of the current use and practice of OPC in the UK. This 
aim was achieved by surveying neonatal professionals across UK neonatal units to 
determine the practice of OPC administration, and their knowledge and perceptions toward 
OPC application in the care of preterm infants, using an online questionnaire. Surveys are 
well-recognised in healthcare research as a method for gathering data on healthcare 
practices, knowledge and attitudes among professionals and providers (380). This survey 
showed that OPC use had been introduced into UK neonatal practice despite a lack of 
evidence concerning its use. This survey also revealed an inconsistency in the practices of 
OPC administration amongst UK neonatal units. Whilst OPC appears to be an easy and 
feasible procedure that is well tolerated by preterm infants; it was often provided without 
written guidelines or policy indicating the need for evidence-based clinical guidelines and 
policies to practice OPC.  
6.1.2 Oropharyngeal colostrum in preventing mortality and 
morbidity in preterm infants: Cochrane systematic review 
This Cochrane systematic review was conducted to appraise the available randomised 
controlled trials (RCTs) to assess the use of OPC in reducing mortality and morbidities for 
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preterm infants. OPC administration shortens the time to achieve full enteral feeds. The 
available evidence was insufficient and of low to very low quality to establish if early OPC 
can reduce the duration of hospital stay, the risk of necrotising enterocolitis (NEC), late-onset 
infection (LOI), or death in preterm infants. Adequately powered RCTs that also evaluate 
potential harm would be needed for a more precise assessment of OPC effects on health 
outcomes of preterm infants.  
6.1.3 The impact of oropharyngeal administration of mother’s 
colostrum on the clinical outcomes of preterm infants: a 
case-control study 
Although OPC has been increasingly adopted by the UK neonatal units, to the best of my 
knowledge, there is no published study investigating the use and effects of OPC in preterm 
infants in the UK. This study aimed to evaluate the effects of OPC on the clinical outcomes 
for preterm infants in the UK. This aim was achieved by conducting a matched case-control 
study that compared clinical outcomes during the hospital stay of preterm (≤ 32 weeks) 
infants who were admitted to the Nottingham neonatal units after the implementation of OPC 
in the care of preterm infants, with those who were admitted before the use of OPC in the 
units. Preterm infants who received OPC started feeding and attained full enteral feeds 
(150ml/Kg/day for consecutive 72 hours) earlier than those infants who did not receive OPC. 
They also received more breast milk at discharge home. However, the two groups had a 
similar length of hospital stay, weight Z-score at hospital discharge, and incidence of NEC, 
LOI and death.     
6.1.4 Gut hormones response to oropharyngeal administration 
of mother’s colostrum to infants in neonatal intensive care 
The Cochrane review (Chapter 3) and the case-control study (Chapter 4), as well as previous 
studies (353, 417), showed that infants who received OPC reached full enteral feeds faster 
than controls. Gut hormones are peptides secreted by the gastrointestinal tract (GIT) in 
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response to nutrients intake (306). Enteral feeds are vital for the growth and development of 
the GIT to adapt to extra-uterine life (579).  After birth, there is substantial secretion of 
different gut hormones in response to the introduction of trophic and enteral feedings (580). 
The postnatal rise in gut hormones is absent in those infants who do not receive enteral 
feeds (306, 574). This study was, therefore, conducted to investigate the effect of colostrum 
administered by the oropharyngeal route on the secretion of gut hormones to gain insight into 
the possible mechanisms responsible for quicker attainment of full enteral feeding in 
response to OPC use observed in this thesis and previous studies. To achieve this, I 
commenced a non-randomised observational study in the Nottingham neonatal intensive 
care units to evaluate the impact of OPC administration on postnatal changes in a set of gut 
hormones in preterm and ill infants requiring neonatal intensive care (NIC).  
To the best of my knowledge, no published study has investigated gut hormone secretion in 
response to OPC administration. Moreover, most of the previous research has studied OPC 
in extremely preterm, extremely low birth weight and very low birth weight infants; this study 
included all categories of preterm infants and other sick infants requiring NIC. This study did 
not complete due to unforeseen obstacles. However, preliminary data showed that there 
were significant changes in the plasma gut hormone concentrations over two weeks in 
preterm and term infants who received OPC. Each hormone had a specific pattern of plasma 
concentrations soon after birth and over the early postnatal weeks. The changes in gut 
hormone concentrations are likely to be related to the infant’s feeds rather than the 
gestational age or birth weight. Recruitment of more participants may confirm or amend 
these findings. Further research is needed to establish whether and if so, how early OPC 
administration stimulates gut hormone secretion and promotes maturation of the gut. 
6.2 Strengths and Limitations 
This thesis has provided more insight into the use of OPC in the care of preterm infants.  
This work contributes to the existing knowledge about the oropharyngeal administration of 
the mother’s colostrum to preterm infants during the early neonatal period by presenting data 
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from the UK. Additionally, I believe this is the first research investigating the secretion of gut 
hormones in response to OPC in preterm and ill full-term infants. Although a relatively limited 
sample with ongoing recruitment, this project will add to the growing body of research that 
indicates the potential benefits of administering OPC in the care of preterm infants. This was 
achieved using a range of different research methodologies. 
The survey of neonatal professionals found that OPC use was adopted by the UK neonatal 
units and highlighted that its current practice of OPC administration was not evidence-based. 
The documentation of uncertainty in this area of care and a gap in the available evidence 
may result in the development of high-quality RCTs and evidence-based guidelines.  
The Cochrane systematic review appraised the currently available evidence to evaluate the 
effects of OPC in preventing mortalities and morbidities of preterm infants. This review 
reported the lack of high-quality evidence, to support the proposed effects of OPC on 
preterm infants, and concluded that large well-designed RCTs are needed. This review was 
the first Cochrane review focusing on the effects of OPC (Cochrane database for systematic 
reviews of intervention (429)). 
This thesis also underlined the variability of OPC use and its practice nationally (as 
presented in the survey study) and internationally (as demonstrated in the Cochrane review). 
These findings indicate the requirement of a standardised protocol for using OPC that may 
enable more infants to benefit from this intervention, and may also facilitate and enable more 
precise comparisons in future research. Standardisation of clinical feeding protocols for 
preterm term infants have been linked with a reduction in practice variation (662, 663); for 
example, differences in clinical practice were proposed as one of the iatrogenic factors for 
NEC, and standardised feeding protocols have been reported as one of the modifiable 
factors that might reduce and prevent NEC in preterm infants (151, 662).  
The case-control study (Chapter 4) found that although a guideline supported the practice of 
OPC administration, compliance with the unit’s guideline for OPC administration was low. 
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This finding highlighted the need for regular reviewing of clinical guidelines and more 
education, especially for newly adopted guidelines, for effective practice changes (663). 
This thesis faced some limitations as expected in any research. For instance, the survey of 
the UK neonatal professionals may reflect the performance of those who responded and may 
not reflect the actual practice that could limit generalisability to all UK neonatal units. 
However, this study surveyed both doctors and nurses and included all levels of neonatal 
units which may minimise this limitation.  
Due to the relatively small number of studies identified, the Cochrane review could be 
affected by publication bias, however, to minimise this bias, additional search sources such 
as the reference lists of included trials and abstracts and proceedings of major perinatal 
conferences were screened. Despite much effort to ensure that the search was 
comprehensive, some relevant studies have been missed should also be considered. 
Another potential bias was incomplete reporting, to minimise this bias, study authors were 
contacted as needed. Additional information that was provided by study authors were 
included in the analysis. However, most data entered in the analyses were obtained from the 
study reports. Inclusion of very or extremely low birth weight infants may limit the applicability 
of the review findings to these sub-groups of preterm infants.   
The case-controlled study (Chapter 4) was susceptible to information bias due to the use of 
secondary data that was collected from the participants’ medical records. These data were 
routinely collected health records, collected without predefined specific research questions 
as they were not documented intentionally for research purpose. However, to minimise this 
limitation, the Badger neonatal database was used for data collection. Badger neonatal is 
regularly assessed by the National Neonatal Audit Programme (414) and also monitored by 
the performing and publications of research that evaluate the accuracy, validity, and quality 
of these data. Furthermore, additional sources such as the local NHS Trust’s Digital Health 
Records were also used as needed. Using a historical cohort before and after the 
introduction of OPC might also bias the results (442, 520); however, this potential bias was 
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minimised by using a matched case-control design. Cases were matched with controls using 
sex, gestational age and birth weight, which are well-known potential confounders that 
influence the outcomes of preterm infants. Another possible limitation for this study is that 
other interventions may have been occurring in the Nottingham neonatal units during the 
same period as the new OPC guideline was being introduced, which may have influenced 
the results. However, efforts were taken to identify whether any other intervention were 
implemented during OPC adoption. In particular, guidelines for feeding preterm infants and 
breastfeeding support did not change throughout the study period. Data included in the 
analysis were only from the Nottingham neonatal units; therefore, the generalisability of the 
findings might be limited.  
My thesis also faced unforeseen limitation as the study that was investigating gut hormones 
response to OPC in preterm infants did not complete. The study has been paused due to the 
move of the Chief Investigator to a different institution outside the UK; this necessitated 
getting another ethical approval, which took a drastically longer time than expected. 
Therefore, I could not complete data collection for this study while being constrained with my 
PhD timeframe. However, preliminary analysis of the available data may help in generating 
hypothesis and calculating sample size for future studies. The study is ongoing, and 
completing recruitment of the planned sample may confirm or alter the findings. 
6.3 Implications for practice 
Rates of preterm birth are rising (2, 58) and surviving preterm infants are at high risk of short 
and long-term morbidities (12) such as NEC and LOI which are the main causes of deaths 
among preterm infants (59). Consequently, preterm infants represent a major challenge to 
public health worldwide; therefore, preventive interventions are highly needed. Currently, 
there is a progressive use of OPC among neonatal units to prevent sepsis and NEC. OPC 
appears to be a beneficial intervention, its effectiveness remains uncertain. Although it did, 
however, appear safe in the short-term so the current adoption into practice across the UK 
may be warranted research to confirm or refute this would be helpful to clinical practice. 
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However, available evidence does not allow firm recommendations for or against the use of 
OPC to be made. An ongoing RCT (359) aims to recruit 498 extremely preterm infants with 
birth weight < 1250 grams, within the first 96 hours of life; the results of this trial may support 
or against the use of OPC in the care of preterm infants.  
Through the survey study (Chapter 2), lack of knowledge was the main reason for those units 
that did not use OPC; though, many responders were enthusiastic for the introduction of 
OPC practice in their units. OPC was also often not in keeping with the unit’s guideline for 
OPC administration, as demonstrated in the case-control study (Chapter 4). Therefore, more 
education and regular audit of practice may be valuable for the implementations of new 
practice and guidelines such as OPC. Moreover, the ideal dosage and frequency and the 
best timing of initiation and duration of OPC administration need to be optimised. Further 
RCTs should provide more definitive evidence. Ongoing RCTs evaluating the use of OPC in 
preterm infants (359, 503, 619, 620) may present more data to inform the future development 
of evidence-based clinical guidelines on OPC use.  
6.4 Implications for future research 
Prematurity-related complications and the continued increase in preterm births necessitate 
more interventions that may improve outcomes for preterm infants. Therefore, the well-
known advantages of breast milk (185, 186, 664) and the proposed benefits and cost-
effectiveness of OPC (351-353) warranted research in this thesis and other studies. The 
increase of OPC use in the care of preterm infants despite the lack of high-quality studies 
indicates a definite need for further research to evaluate whether OPC administration to 
preterm and sick infants during the early neonatal period is safe and could have a positive 
impact on this specific population. The future studies should be high-quality research 
including, adequately powered RCTs, systematic reviews such as follow up of the published 
Cochrane review (Chapter 3). 




- As described in this thesis there is variation in OPC procedures between different settings 
(Chapter 2) and among neonatal units within the UK (Chapter 3). Therefore, further 
research to optimise the practice of using OPC, regarding the dose, frequency, duration 
and procedure for administration of OPC is needed.  
- Validation of clinically relevant outcome measures is needed for more reliable and precise 
research.  
- This thesis has shown that the safety and adverse effects of OPC administration were not 
adequately addressed in currently available studies. Therefore, well-designed longitudinal 
studies that focus on safety is worthy.   
- A further study to assess long-term outcomes is also needed. 
- In neonatal practice, providing feeds to preterm infants and oral care including OPC 
procedure are primarily a nurse prerogative. Thus nurses may have a unique role in 
contributing to new knowledge regarding this intervention. Involving nurses in the design 
of clinical guidelines and further research might be helpful.  
- Parent-related outcomes such as parental anxiety and depression may also be of interest. 
Involving the parents might be informative in future research as they may provide 
evidence from their perspective that may improve the quality of the research.  
- Current studies have focused on the administration of colostrum by the oropharyngeal 
route, however, administrating transitional and mature milk by this route might also be of 
benefit particularly to ELBW infants who are tube feed for extended period.   
- Owing to the substantial burden of prematurity on the health care system, families and 
societies, evaluation of the cost-effectiveness of OPC use in the standard care of preterm 
and ill infants could be a practical consideration.  
- It is important to note that most of the previous research has come from high-income 
countries. Therefore,  more focus on low-resource settings, where approximately 60% of 
preterm births and the highest mortality occur (12), could provide important findings.  
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6.4.1 Ongoing studies    
Despite research assessing OPC administration continuing, it appears that ongoing studies 
are still insufficient, they include:  
- “Oropharyngeal administration of mother’s colostrum, health outcomes of premature 
infants: study protocol for a randomized controlled trial” (359) 
A randomised double-blind, placebo-controlled (ClinicalTrials.gov: NCT02116699) 
Target sample: 498 extremely preterm infants from five NICUs within the USA 
Primary outcome:  incidence of late-onset sepsis, necrotising enterocolitis and death 
- “The effect of oropharyngeal colostrum administration in preterm infants” 
Randomised double-blind- placebo-controlled (who.int/trialsearch: JPRN 
UMIN000022923), Okayama University Hospital, Japan 
Target sample: 30 infants (<32 weeks) 
Primary outcome: longitudinal change of reactive oxygen metabolite and biological anti-
oxygen potential of preterm infants with oropharyngeal colostrum administration. 
- “Impact of Oropharyngeal Administration of Mother's Milk Prior to Gavage Feeding on 
Hospital Acquired Neonatal Infection”  
       Randomised single-blind (assessor blinded) (clinicaltial.gov: NCT03513146), Mansoura 
University Children Hospital, Egypt 
   Target sample: 100 infants <32 weeks’ gestation  
      Primary outcome: culture-proven neonatal sepsis acquired during neonatal care admission  
- “Efficacy of oropharyngeal administration of colostrum in reducing morbidity and mortality 
in very preterm infants: A randomized controlled trial –Colostrum” 
Double-blinded, placebo-controlled (who.int/trialsearch: CTRI/2017/11/010396) 
Neonatology department, Paediatrics division, Women and Child Hospital, India  
Target sample: 260 preterm infants 26-31 completed weeks (recruiting) 
Primary outcome: incidence of death, late-onset sepsis or necrotising enterocolitis.  
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6.5 Personal reflections  
Throughout my PhD study, I benefitted from having the opportunity to gain new skills and 
develop competencies that enriched me both as a researcher and as a clinician. The 
approach of my thesis required different methodologies; critical appraising of evidence using 
systematic review, descriptive study, case-control study and non-randomised observational 
study, every study had its challenges to overcome. In particular, the study which seeks to 
deal with patients allowed experiencing writing a study protocol for regulatory approvals and 
to manage biological samples.  Additionally, I also learned that it is imperative to conduct this 
process at an early stage to facilitate as smooth a passage as possible. 
A great lesson I have learned that sometimes we have to take a more flexible attitude and be 
broadminded when looking for alternative ways to meet challenges, however, by patience 
and perseverance these challenges can be overcome. 
Should this research contribute to improving the outcomes and quality of life for any of these 
vulnerable infants, then the difficulties and challenges I faced during my study would be 
worthwhile. 
6.6 Conclusive remarks   
Preterm infants deserve to have a good quality of life and to receive appropriate 
management supported by high-quality evidence. OPC administration is a biologically 
plausible intervention that can reduce the mortality and morbidities of preterm infants. 
However, the evidence base for this intervention is currently inadequate. The work in this 
thesis should in part help to expand the current knowledge about OPC use informing 





1. World Health Organization. Newborns: reducing mortality: WHO; 2018 [Available 
from: http://www.who.int/news-room/fact-sheets/detail/newborns-reducing-mortality. 
2. Lucia Hug DS, and Danzhen You, . Levels & Trends in Child Mortality. Report 2017.  
Estimates Developed by the UN Inter-agency Group for Child Mortality Estimation. New 
York: United Nation; 2017. 
3. Howson CP, Kinney MV, Lawn JE. Born Too Soon: The Global Action Report on 
Preterm Birth. World Health Organization. Geneva; 2012. 
4. Lawn JE, Gravett MG, Nunes TM, Rubens CE, Stanton C. Global report on preterm 
birth and stillbirth (1 of 7): definitions, description of the burden and opportunities to improve 
data. BMC Pregnancy and Childbirth. 2010;10(1):S1. 
5. Bolender DL, Kaplan S. 3 - Basic Embryology. In: Polin RA, Abman SH, Rowitch DH, 
Benitz WE, Fox WW, editors. Fetal and Neonatal Physiology (Fifth Edition): Elsevier; 2017. 
p. 23-39.e2. 
6. World Health Organization. International statistical classification of diseases and 
related health problems, 10th rev. Geneva : World Health Organization. 1994. 
7. Schlaudecker EP, Munoz FM, Bardají A, Boghossian NS, Khalil A, Mousa H, et al. 
Small for gestational age: Case definition & guidelines for data collection, analysis, and 
presentation of maternal immunisation safety data. Vaccine. 2017;35(48Part A):6518-28. 
8. Liu L, Oza S, Hogan D, Chu Y, Perin J, Zhu J, et al. Global, regional, and national 
causes of under-5 mortality in 2000-15: an updated systematic analysis with implications for 
the Sustainable Development Goals. Lancet. 2016;388(10063):3027-35. 
9. Howson CP, Kinney MV, McDougall L, Lawn JE. Born Toon Soon: Preterm birth 
matters. Reproductive Health. 2013;10(Suppl 1):S1-S. 
10. Office of National Statistics. Birth characteristics in England and Wales: 2016. 2017 
[Available from: https://www.ons.gov.uk. Accessed: July 2018. 
11. Martin JA, Hamilton BE, Osterman MJK. Births in the United States, 2016. NCHS 
data brief. 2017(287):1-8. 
12. Blencowe H CS, Chou D, Oestergaard M, Say L, Moller AB, Kinney M, Lawn J, . Born 
Too Soon: The global epidemiology of 15 million preterm births. Reproductive Health. 
2013;10(Suppl 1):S2-S. 
13. Tucker J, McGuire W. Epidemiology of preterm birth2004 2004-09-16 21:58:38. 675-8 
p. 
14. Gravett MG, Rubens CE, Nunes TM. Global report on preterm birth and stillbirth (2 of 
7): discovery science. BMC Pregnancy Childbirth. 2010;10 Suppl 1:S2. 
15. UNICEF W, World Bank Group and United Nations, . Levels and Trends in Child 
Mortality Report 2018. Geneva [Available from: https://www.unicef.org/publications. 
Accessed: October 2018. 
 249 
 
16. Institute of Medicine, Committee on Understanding Premature Birth and Assuring 
Healthy Outcomes. Preterm Birth: Causes, Consequences, and Prevention Washington DC: 
National Academy of Sciences; 2007 [ 
17. Martin JA HB, Osterman MJK, et al. Births: Final Data for 2013. National Vital 
Statistic Reports. 2015;64(1). 
18. Beck S, Wojdyla D, Say L, Betran AP, Merialdi M, Requejo JH, et al. The worldwide 
incidence of preterm birth: a systematic review of maternal mortality and morbidity. Bulletin of 
the World Health Organization. 2010;88(1):31-8. 
19. Hamilton BE, Martin JA, Osterman MK, Driscoll AK RL. Births: Provisional Data for 
2017 USA; 2018. 
20. Office for National Statistics. Gestation-specific Infant Mortality, 2012 2012 [updated 
October 2014. Available from: http://www.ons.gov.uk. Accessed: July 2018. 
21. World Health Organization. Neonatal Mortality 2016 [Available from: 
http://www.who.int/gho/child_health/mortality/neonatal/en/. 
22. Platt MJ. Outcomes in preterm infants. Public health. 2014;128(5):399-403. 
23. Iyoke CA, Lawani OL, Ezugwu EC, Ilechukwu G, Nkwo PO, Mba SG, et al. 
Prevalence and perinatal mortality associated with preterm births in a tertiary medical center 
in South East Nigeria. International journal of women's health. 2014;6:881-8. 
24. Horton R. GBD 2010: understanding disease, injury, and risk. The Lancet. 
2012;380(9859):2053-4. 
25. Murray CJ, Vos T, Lozano R, Naghavi M, Flaxman AD, Michaud C, et al. Disability-
adjusted life years (DALYs) for 291 diseases and injuries in 21 regions, 1990-2010: a 
systematic analysis for the Global Burden of Disease Study 2010. Lancet. 
2012;380(9859):2197-223. 
26. Taylor HG, Klein N, Minich NM, Hack M. Long-term family outcomes for children with 
very low birth weights. Archives of pediatrics & adolescent medicine. 2001;155(2):155-61. 
27. Lakshmanan A, Agni M, Lieu T, Fleegler E, Kipke M, Friedlich PS, et al. The impact 
of preterm birth <37 weeks on parents and families: a cross-sectional study in the 2 years 
after discharge from the neonatal intensive care unit. Health and Quality of Life Outcomes. 
2017;15:38. 
28. Horbar JD, Carpenter JH, Badger GJ, Kenny MJ, Soll RF, Morrow KA, et al. Mortality 
and neonatal morbidity among infants 501 to 1500 grams from 2000 to 2009. Pediatrics. 
2012;129(6):1019-26. 
29. Saigal S, Doyle LW. An overview of mortality and sequelae of preterm birth from 
infancy to adulthood. The Lancet. 2008;371(9608):261-9. 
30. Wood N, Costeloe K, Gibson A, Hennessy E, Marlow N, Wilkinson A, et al. The 
EPICure study: associations and antecedents of neurological and developmental disability at 
30 months of age following extremely preterm birth. Archives of Disease in Childhood Fetal 
and Neonatal Edition. 2005;90(2):F134-F40. 
31. Stoll BJ HNI, Adams-Chapman I, et al.,. Neurodevelopmental and growth impairment 




32. Vederhus BJ, Markestad T, Eide GE, Graue M, Halvorsen T. Health related quality of 
life after extremely preterm birth: a matched controlled cohort study. Health Qual Life 
Outcomes. 2010;8:53. 
33. Eber E, Zach M. Long term sequelae of bronchopulmonary dysplasia (chronic lung 
disease of infancy). Thorax. 2001;56(4):317-23. 
34. McGowan JE, Alderdice FA, Holmes VA, Johnston L. Early childhood development of 
late-preterm infants: a systematic review. Pediatrics. 2011;127(6):1111-24. 
35. Kerstjens JM, de Winter AF, Bocca-Tjeertes IF, ten Vergert EM, Reijneveld SA, Bos 
AF. Developmental delay in moderately preterm-born children at school entry. The Journal of 
pediatrics. 2011;159(1):92-8. 
36. Cunningham CK, McMillan JA, Gross SJ. Rehospitalization for Respiratory Illness in 
Infants of Less Than 32 Weeks' Gestation. Pediatrics. 1991;88(3):527-32. 
37. Underwood MA, Danielsen B, Gilbert WM. Cost, causes and rates of rehospitalization 
of preterm infants. Journal of perinatology. 2007;27(10):614-9. 
38. Green BL. Defining Trauma: Terminology and Generic Stressor Dimensions1. Journal 
of Applied Social Psychology. 1990;20(20):1632-42. 
39. Lefkowitz DS, Baxt C, Evans JR. Prevalence and correlates of posttraumatic stress 
and postpartum depression in parents of infants in the Neonatal Intensive Care Unit (NICU). 
Journal of clinical psychology in medical settings. 2010;17(3):230-7. 
40. Aftyka A, Rybojad B, Rozalska-Walaszek I, Rzonca P, Humeniuk E. Post-traumatic 
stress disorder in parents of children hospitalized in the neonatal intensive care unit (NICU): 
medical and demographic risk factors. Psychiatria Danubina. 2014;26(4):347-52. 
41. Hoffenkamp HN, Braeken J, Hall RA, Tooten A, Vingerhoets AJ, van Bakel HJ. 
Parenting in Complex Conditions: Does Preterm Birth Provide a Context for the Development 
of Less Optimal Parental Behavior? Journal of pediatric psychology. 2015;40(6):559-71. 
42. Axelin A, Lehtonen L, Pelander T, Salantera S. Mothers' different styles of 
involvement in preterm infant pain care. Journal of obstetric, gynecologic, and neonatal 
nursing : JOGNN. 2010;39(4):415-24. 
43. Jackson K, Ternestedt BM, Schollin J. From alienation to familiarity: experiences of 
mothers and fathers of preterm infants. Journal of advanced nursing. 2003;43(2):120-9. 
44. Doering LV, Dracup K, Moser D. Comparison of psychosocial adjustment of mothers 
and fathers of high-risk infants in the neonatal intensive care unit. Journal of perinatology : 
official journal of the California Perinatal Association. 1999;19(2):132-7. 
45. DeMier RL, Hynan MT, Hatfield RF, Varner MW, Harris HB, Manniello RL. A 
measurement model of perinatal stressors: Identifying risk for postnatal emotional distress in 
mothers of high-risk infants. Journal of Clinical Psychology. 2000;56(1):89-100. 
46. Wigert H, Berg M, Hellstrom AL. Parental presence when their child is in neonatal 
intensive care. Scandinavian journal of caring sciences. 2010;24(1):139-46. 
47. Russell RB, Green NS, Steiner CA, Meikle S, Howse JL, Poschman K, et al. Cost of 




48. Garfield L, Holditch-Davis D, Carter CS, McFarlin BL, Schwertz D, Seng JS, et al. 
Risk factors for postpartum depressive symptoms in low-income women with very low-birth-
weight infants. Advances in neonatal care 2015;15(1):E3-8. 
49. Ionio C, Colombo C, Brazzoduro V, Mascheroni E, Confalonieri E, Castoldi F, et al. 
Mothers and Fathers in NICU: The Impact of Preterm Birth on Parental Distress. Europe's 
Journal of Psychology. 2016;12(4):604-21. 
50. Kaaresen PI, Ronning JA, Ulvund SE, Dahl LB. A randomized, controlled trial of the 
effectiveness of an early-intervention program in reducing parenting stress after preterm 
birth. Pediatrics. 2006;118(1):e9-19. 
51. Howe TH, Hsu CH, Tsai MW. Prevalence of feeding related issues/difficulties in 
Taiwanese children with history of prematurity, 2003-2006. Research in developmental 
disabilities. 2010;31(2):510-6. 
52. Thoyre SM. Feeding outcomes of extremely premature infants after neonatal care. 
Journal of obstetric, gynecologic, and neonatal nursing : JOGNN. 2007;36(4):366-75; quiz 
76. 
53. Drotar D, Hack M, Taylor G, Schluchter M, Andreias L, Klein N. The impact of 
extremely low birth weight on the families of school-aged children. Pediatrics. 
2006;117(6):2006-13. 
54. Amorim M, Silva S, Kelly-Irving M, Alves E. Quality of life among parents of preterm 
infants: a scoping review. Quality of Life Research. 2018;27(5):1119-31. 
55. Hodek J-M, von der Schulenburg JM, Mittendorf T. Measuring economic 
consequences of preterm birth - Methodological recommendations for the evaluation of 
personal burden on children and their caregivers. Health economics review. 2011;1:6-. 
56. Medicine Io. Leading Health Indicators for Healthy People 2020: Letter Report. 
Washington, DC: The National Academies Press; 2011. 98 p. 
57. United Nations. Millennium Development Goals (MDGs): World Health Organization; 
2000 [Available from: http://www.who.int/topics/millenniumdevelopment. Accessed July 2018. 
58. Office for National Statistics. Child mortality in England and Wales: 2016: Office for 
National Statistics; 2018 [25 May 2108]. Available from: https://www.ons.gov.uk. Accessed: 
August 2108. 
59. Costeloe KL, Hennessy EM, Haider S, Stacey F, Marlow N, Draper ES. Short term 
outcomes after extreme preterm birth in England: comparison of two birth cohorts in 1995 
and 2006 (the EPICure studies). BMJ 2012;345. 
60. Gill JV, Boyle EM. Outcomes of infants born near term. Archives of Disease in 
Childhood. 2017;102(2):194-8. 
61. Boyle EM, Johnson S, Manktelow B, Seaton SE, Draper ES, Smith LK, et al. 
Neonatal outcomes and delivery of care for infants born late preterm or moderately preterm: 
a prospective population-based study. Arch Dis Child Fetal Neonatal Ed. 2015;100(6):F479-
85. 
62. Office of National Statistics. Pregnancy and ethnic factors influencing births and infant 
mortality: 2013. 2015. 
 252 
 
63. Khan KA, Petrou S, Dritsaki M, Johnson SJ, Manktelow B, Draper ES, et al. 
Economic costs associated with moderate and late preterm birth: a prospective population-
based study. British Journal of Obstetrics and Gynaecology 2015;122(11):1495-505. 
64. Bisquera JA, Cooper TR, Berseth CL. Impact of Necrotizing Enterocolitis on Length of 
Stay and Hospital Charges in Very Low Birth Weight Infants. Pediatrics. 2002;109(3):423-8. 
65. Seaton SE, Barker L, Draper ES, Abrams KR, Modi N, Manktelow BN. Estimating 
neonatal length of stay for babies born very preterm. Archives of Disease in Childhood - 
Fetal and Neonatal Edition. 2018. 
66. Schmitt SK, Sneed L, Phibbs CS. Costs of newborn care in California: a population-
based study. Pediatrics. 2006;117(1):154-60. 
67. Mangham LJ, Petrou S, Doyle LW, Draper ES, Marlow N. The Cost of Preterm Birth 
Throughout Childhood in England and Wales. Pediatrics. 2009;123(2):e312-e27. 
68. Davies. DSC. Annual Report of the Chief Medical Officer 2012, Our Children Deserve 
Better: Prevention Pays,. Report UK, Care DoHaS; 2013 October 2013. 
69. WHO. Every Newborn: An Action Plan To End Preventable Deaths. : WHO 2014 
[Available from: http://www.everynewborn.org/Documents/Full-action-plan-EN.pdf. 
70. Liu L, Oza S, Hogan D, Perin J, Rudan I, Lawn JE, et al. Global, regional, and 
national causes of child mortality in 2000–13, with projections to inform post-2015 priorities: 
an updated systematic analysis. The Lancet. 2015;385(9966):430-40. 
71. Lawn JE, Blencowe H, Oza S, You D, Lee ACC, Waiswa P, et al. Every Newborn: 
progress, priorities, and potential beyond survival. The Lancet. 2014;384(9938):189-205. 
72. Were WM, Daelmans B, Bhutta Z, Duke T, Bahl R, Boschi-Pinto C, et al. Children’s 
health priorities and interventions. BMJ : British Medical Journal. 2015;351. 
73. Lackritz EM, Wilson CB, Guttmacher AE, Howse JL, Engmann CM, Rubens CE, et al. 
A solution pathway for preterm birth: Accelerating a priority research agenda. The Lancet 
Global Health. 2013;1(6):e328-e30. 
74. Garnica AD CW. The role of the placenta in fetal nutrition and growth. Journal of the 
American College of Nutrition. 1996;15(3):206-22. 
75. Behrman RE BA. Preterm Birth: Causes, Consequences, and Prevention. 
Washington (DC): National Academies Press (US); 2007. 
76. Laughon M, Bose C, Allred EN, O'Shea TM, Ehrenkranz RA, Van Marter LJ, et al. 
Antecedents of chronic lung disease following three patterns of early respiratory disease in 
preterm infants. Arch Dis Child Fetal Neonatal Ed. 2011;96(2):F114-20. 
77. Ancel P, Goffinet F, and the E-WG. Survival and morbidity of preterm children born at 
22 through 34 weeks’ gestation in france in 2011: Results of the epipage-2 cohort study. 
JAMA Pediatrics. 2015;169(3):230-8. 
78. Stoll BJ, Hansen NI, Bell EF, Walsh MC, Carlo WA, Shankaran S, et al. Trends in 
Care Practices, Morbidity, and Mortality of Extremely Preterm Neonates, 1993-2012. Jama. 
2015;314(10):1039-51. 
79. Holme N, Chetcuti P. The pathophysiology of respiratory distress syndrome in 
neonates. Paediatrics and Child Health. 2012;22(12):507-12. 
 253 
 
80. The American Academy of Pediatrics. Respiratory Support in Preterm Infants at Birth. 
Pediatrics. 2014;133(1):171-4. 
81. Benitz WE. Patent Ductus Arteriosus in Preterm Infants. Pediatrics. 2015. 
82. Fanaro S. Feeding intolerance in the preterm infant. Early Human Development. 
2013;89, Supplement 2:S13-S20. 
83. Pumberger W, Mayr M, Kohlhauser C, Weninger M. Spontaneous localized intestinal 
perforation in very-low-birth-weight infants: a distinct clinical entity different from necrotizing 
enterocolitis. Journal of the American College of Surgeons. 2002;195(6):796-803. 
84. Dermyshi E, Mackie C, Kigozi P, Schoonakker B, Dorling J. Antacid therapy for 
gastroesophageal reflux in preterm infants: a systematic review. BMJ Paediatrics Open. 
2018;2(1). 
85. Salvador A, Janeczko M, Porat R, Sekhon R, Moewes A, Schutzman D. Randomized 
Controlled Trial of Early Parenteral Nutrition Cycling to Prevent Cholestasis in Very Low Birth 
Weight Infants. The Journal of pediatrics. 2012;161(2):229-33.e1. 
86. Hsu JF, Tsai MH, Huang HR, Lien R, Chu SM, Huang CB. Risk factors of catheter-
related bloodstream infection with percutaneously inserted central venous catheters in very 
low birth weight infants: a center's experience in Taiwan. Pediatrics and neonatology. 
2010;51(6):336-42. 
87. Ballabh P. Pathogenesis and Prevention of Intraventricular hemorrhage. Clinics in 
perinatology. 2014;41(1):47-67. 
88. Finer NN, Higgins R, Kattwinkel J, Martin RJ. Summary proceedings from the apnea-
of-prematurity group. Pediatrics. 2006;117(3 Pt 2):S47-51. 
89. Strauss RG. Anaemia of prematurity: Pathophysiology and treatment. Blood Reviews. 
2010;24(6):221-5. 
90. Strauss RG. Managing the Anemia of prematurity: Red blood cell transfusions versus 
recombinant erythropoietin. Transfusion Medicine Reviews. 2001;15(3):213-23. 
91. Adamkin DH. Neonatal hypoglycemia. Seminars in Fetal and Neonatal Medicine. 
2017;22(1):36-41. 
92. Lyon AJ, Pikaar ME, Badger P, McIntosh N. Temperature control in very low 
birthweight infants during first five days of life. Archives of Disease in Childhood - Fetal and 
Neonatal Edition. 1997;76(1):F47-F50. 
93. Chow LC, Wright KW, Sola A. Can changes in clinical practice decrease the 
incidence of severe retinopathy of prematurity in very low birth weight infants? Pediatrics. 
2003;111(2):339-45. 
94. Marlow N. Neurocognitive outcome after very preterm birth. Archives of Disease in 
Childhood - Fetal and Neonatal Edition. 2004;89(3):F224-F8. 
95. Hintz SR, Kendrick DE, Stoll BJ, Vohr BR, Fanaroff AA, Donovan EF, et al. 
Neurodevelopmental and growth outcomes of extremely low birth weight infants after 
necrotizing enterocolitis. Pediatrics. 2005;115. 
96. Lemons JA, Bauer CR, Oh W, Korones SB, Papile LA, Stoll BJ, et al. Very low birth 
weight outcomes of the National Institute of Child health and human development neonatal 
 254 
 
research network, January 1995 through December 1996. NICHD Neonatal Research 
Network. Pediatrics. 2001;107(1):E1. 
97. Smith VC, Zupancic JA, McCormick MC, Croen LA, Greene J, Escobar GJ, et al. 
Trends in severe bronchopulmonary dysplasia rates between 1994 and 2002. The Journal of 
pediatrics. 2005;146(4):469-73. 
98. Bhandari A, McGrath-Morrow S. Long-term pulmonary outcomes of patients with 
bronchopulmonary dysplasia. Seminars in Perinatology. 2013;37(2):132-7. 
99. Clark S, Beresford M, Subhedar N, Shaw N. Respiratory syncytial virus infection in 
high risk infants and the potential impact of prophylaxis in a United Kingdom cohort. Archives 
of Disease in Childhood. 2000;83(4):313-6. 
100. Hellström A, Smith LEH, Dammann O. Retinopathy of prematurity. The Lancet. 
2013;382(9902):1445-57. 
101. O'Connor AR, Stephenson T, Johnson A, Tobin MJ, Moseley MJ, Ratib S, et al. Long-
term ophthalmic outcome of low birth weight children with and without retinopathy of 
prematurity. Pediatrics. 2002;109(1):12-8. 
102. Cooke R, Foulder-Hughes L. Growth impairment in the very preterm and cognitive 
and motor performance at 7 years. Archives of Disease in Childhood. 2003;88(6):482-7. 
103. Ong KK, Kennedy K, Castañeda-Gutiérrez E, Forsyth S, Godfrey KM, Koletzko B, et 
al. Postnatal growth in preterm infants and later health outcomes: A systematic review. Acta 
Paediatrica. 2015;104(10):974-86. 
104. Therien JM, Worwa CT, Mattia FR, deRegnier RA. Altered pathways for auditory 
discrimination and recognition memory in preterm infants. Developmental medicine and child 
neurology. 2004;46(12):816-24. 
105. McLaurin KK, Hall CB, Jackson EA, Owens OV, Mahadevia PJ. Persistence of 
morbidity and cost differences between late-preterm and term infants during the first year of 
life. Pediatrics. 2009;123(2):653-9. 
106. Cole CR, Hansen NI, Higgins RD, Ziegler TR, Stoll BJ. Very Low Birth Weight 
Preterm Infants With Surgical Short Bowel Syndrome: Incidence, Morbidity and Mortality, and 
Growth Outcomes at 18 to 22 Months. Pediatrics. 2008;122(3):e573-e82. 
107. Leeson CP, Kattenhorn M, Morley R, Lucas A, Deanfield JE. Impact of low birth 
weight and cardiovascular risk factors on endothelial function in early adult life. Circulation. 
2001;103(9):1264-8. 
108. Hovi P, Andersson S, Eriksson JG, Jarvenpaa AL, Strang-Karlsson S, Makitie O, et 
al. Glucose regulation in young adults with very low birth weight. The New England journal of 
medicine. 2007;356(20):2053-63. 
109. Chaplin DD. Overview of the Immune Response. The Journal of allergy and clinical 
immunology. 2010;125(2 Suppl 2):S3-23. 
110. Janeway CA, Jr., Medzhitov R. Innate immune recognition. Annual review of 
immunology. 2002;20:197-216. 
111. Firth MA, Shewen PE, Hodgins DC. Passive and active components of neonatal 
innate immune defenses. Animal Health Research Reviews. 2007;6(2):143-58. 
 255 
 
112. Strunk T, Currie A, Richmond P, Simmer K, Burgner D. Innate immunity in human 
newborn infants: prematurity means more than immaturity. Journal of Maternal-Fetal & 
Neonatal Medicine. 2011;24(1):25-31. 
113. Adkins B, Leclerc C, Marshall-Clarke S. Neonatal adaptive immunity comes of age. 
Nature reviews Immunology. 2004;4(7):553-64. 
114. Basha S, Surendran N, Pichichero M. Immune Responses in Neonates. Expert 
review of clinical immunology. 2014;10(9):1171-84. 
115. Weitkamp J-H, Lewis DB, Levy O. 36 - Immunology of the Fetus and Newborn A2 - 
Gleason, Christine A. In: Juul SE, editor. Avery's Diseases of the Newborn (Tenth Edition). 
Philadelphia: Content Repository Only!; 2018. p. 453-81.e7. 
116. Boos MD, Sidbury R. 105 - Infections of the Skin A2 - Gleason, Christine A. In: Juul 
SE, editor. Avery's Diseases of the Newborn (Tenth Edition). Philadelphia: Content 
Repository Only!; 2018. p. 1495-502.e2. 
117. Karlsson H, Hessle C, Rudin A. Innate immune responses of human neonatal cells to 
bacteria from the normal gastrointestinal flora. Infection and immunity. 2002;70(12):6688-96. 
118. Petrova A, Mehta R. Dysfunction of innate immunity and associated pathology in 
neonates. Indian journal of pediatrics. 2007;74(2):185-91. 
119. Ohls RK, Li Y, Abdel-Mageed A, Buchanan G, Jr., Mandell L, Christensen RD. 
Neutrophil pool sizes and granulocyte colony-stimulating factor production in human mid-
trimester fetuses. Pediatric research. 1995;37(6):806-11. 
120. Hanna N, Vasquez P, Pham P, Heck DE, Laskin JD, Laskin DL, et al. Mechanisms 
underlying reduced apoptosis in neonatal neutrophils. Pediatric research. 2005;57(1):56-62. 
121. Harris DT, Schumacher MJ, Locascio J, Besencon FJ, Olson GB, DeLuca D, et al. 
Phenotypic and functional immaturity of human umbilical cord blood T lymphocytes. 
Proceedings of the National Academy of Sciences of the United States of America. 
1992;89(21):10006-10. 
122. Edwards MS, Buffone GJ, Fuselier PA, Weeks JL, Baker CJ. Deficient classical 
complement pathway activity in newborn sera. Pediatric research. 1983;17(8):685-8. 
123. Adinolfi M, Beck SE. Human complement C7 and C9 in fetal and newborn sera. 
Archives of Disease in Childhood. 1975;50(7):562-4. 
124. Grumach AS, Ceccon ME, Rutz R, Fertig A, Kirschfink M. Complement profile in 
neonates of different gestational ages. Scand J Immunol. 2014;79(4):276-81. 
125. Peat EB, Augustine NH, Drummond WK, Bohnsack JF, Hill HR. Effects of fibronectin 
and group B streptococci on tumour necrosis factor-alpha production by human culture-
derived macrophages. Immunology. 1995;84(3):440-5. 
126. Dyke MP, Forsyth KD. Plasma fibronectin levels in extremely preterm infants in the 
first 8 weeks of life. Journal of paediatrics and child health. 1994;30(1):36-9. 
127. Sodhi CP, Shi XH, Richardson WM, Grant ZS, Shapiro RA, Prindle T, Jr., et al. Toll-
like receptor-4 inhibits enterocyte proliferation via impaired beta-catenin signaling in 
necrotizing enterocolitis. Gastroenterology. 2010;138(1):185-96. 
 256 
 
128. Lu P, Sodhi CP, Hackam DJ. Toll-like receptor regulation of intestinal development 
and inflammation in the pathogenesis of necrotizing enterocolitis. Pathophysiology 
2014;21(1):81-93. 
129. Walker JC, Smolders MAJC, Gemen EFA, Antonius TAJ, Leuvenink J, De Vries E. 
Development of Lymphocyte Subpopulations in Preterm Infants. Scandinavian Journal of 
Immunology. 2011;73(1):53-8. 
130. Adkins B. T-cell function in newborn mice and humans. Immunology today. 
1999;20(7):330-5. 
131. Garty BZ, Ludomirsky A, Danon YL, Peter JB, Douglas SD. Placental transfer of 
immunoglobulin G subclasses. Clinical and Diagnostic Laboratory Immunology. 
1994;1(6):667-9. 
132. Simister NE. Placental transport of immunoglobulin G. Vaccine. 2003;21(24):3365-9. 
133. Berrington JE, Hearn RI, Bythell M, Wright C, Embleton ND. Deaths in Preterm 
Infants: Changing Pathology Over 2 Decades. The Journal of pediatrics. 2012;160(1):49-
53.e1. 
134. Holman RC, Stoll BJ, Curns AT, Yorita KL, Steiner CA, Schonberger LB. Necrotising 
enterocolitis hospitalisations among neonates in the United States. Paediatric and Perinatal 
Epidemiology. 2006;20(6):498-506. 
135. Stoll BJ. Epidemiology of necrotizing enterocolitis. Clin Perinatol. 1994;21(2):205-18. 
136. Lin PW, Stoll BJ. Necrotising enterocolitis. Lancet. 2006;368(9543):1271-83. 
137. Stoll BJ, Hansen NI, Bell EF, Shankaran S, Laptook AR, Walsh MC, et al. Neonatal 
outcomes of extremely preterm infants from the NICHD Neonatal Research Network. 
Pediatrics. 2010;126. 
138. Caplan MS. Neonatal necrotizing enterocolitis. Introduction. Semin Perinatol. 
2008;32(2):69. 
139. Shah TA M-DJ, Gratton T, Steichen  J, Donovan EF, Yolton K, Alexander B, 
Narendran V, Schibler KR,. Hospital and neurodevelopmental outcomes of extremely low-
birth-weight infants with necrotizing enterocolitis and spontaneous intestinal perforation. 
Journal of perinatology 2012;32(7):552-8. 
140. Yee WH SA, Shah VS, Aziz K, Yoon W, Lee SK,. Incidence and timing of 
presentation of necrotizing enterocolitis in preterm infants. Pediatrics. 2012;129(2):e298-304. 
141. Isayama T, Lee SK, Mori R, Kusuda S, Fujimura M, Ye XY, et al. Comparison of 
mortality and morbidity of very low birth weight infants between Canada and Japan. 
Pediatrics. 2012;130(4):e957-65. 
142. Costeloe K, Bowler U, Brocklehurst P, Hardy P, Heal P, Juszczak E, et al. A 
randomised controlled trial of the probiotic Bifidobacterium breve BBG-001 in preterm babies 
to prevent sepsis, necrotising enterocolitis and death: the Probiotics in Preterm infantS 
(PiPS) trial. Health technology assessment (Winchester, England). 2016;20(66):1-194. 
143. Battersby C, Longford N, Mandalia S, Costeloe K, Modi N. Incidence and enteral feed 
antecedents of severe neonatal necrotising enterocolitis across neonatal networks in 




144. Obladen M. Necrotizing enterocolitis--150 years of fruitless search for the cause. 
Neonatology. 2009;96(4):203-10. 
145. Llanos AR, Moss ME, Pinzon MC, Dye T, Sinkin RA, Kendig JW. Epidemiology of 
neonatal necrotising enterocolitis: a population-based study. Paediatr Perinat Epidemiol. 
2002;16(4):342-9. 
146. Patole S. Prevention and treatment of necrotising enterocolitis in preterm neonates. 
Early Hum Dev. 2007;83(10):635-42. 
147. Morgan J, Bombell S, McGuire W. Early trophic feeding versus enteral fasting for very 
preterm or very low birth weight infants. The Cochrane database of systematic reviews. 
2013(3):Cd000504. 
148. Leaf A, Dorling J, Kempley S, McCormick K, Mannix P, Linsell L, et al. Early or 
Delayed Enteral Feeding for Preterm Growth-Restricted Infants: A Randomized Trial. 
Pediatrics. 2012;129(5):e1260-e8. 
149. Maayan-Metzger A, Avivi S, Schushan-Eisen I, Kuint J. Human milk versus formula 
feeding among preterm infants: short-term outcomes. American journal of perinatology. 
2012;29(2):121-6. 
150. Caplan MS, Sun XM, Hseuh W, Hageman JR. Role of platelet activating factor and 
tumor necrosis factor-alpha in neonatal necrotizing enterocolitis. The Journal of pediatrics. 
1990;116(6):960-4. 
151. Uauy RD, Fanaroff AA, Korones SB, Phillips EA, Phillips JB, Wright LL. Necrotizing 
enterocolitis in very low birth weight infants: biodemographic and clinical correlates. National 
Institute of Child Health and Human Development Neonatal Research Network. The Journal 
of pediatrics. 1991;119(4):630-8. 
152. Gagliardi L, Bellu R, Cardilli V, De Curtis M. Necrotising enterocolitis in very low birth 
weight infants in Italy: incidence and non-nutritional risk factors. J Pediatr Gastroenterol Nutr. 
2008;47(2):206-10. 
153. Maheshwari A, Patel RM, Christensen RD. Anemia, red blood cell transfusions, and 
necrotizing enterocolitis. Seminars in pediatric surgery. 2018;27(1):47-51. 
154. Terrin G, Passariello A, De Curtis M, Manguso F, Salvia G, Lega L, et al. Ranitidine is 
associated with infections, necrotizing enterocolitis, and fatal outcome in newborns. 
Pediatrics. 2012;129(1):e40-5. 
155. Herrera C, Holberton J, Davis P. Prolonged versus short course of indomethacin for 
the treatment of patent ductus arteriosus in preterm infants. The Cochrane database of 
systematic reviews. 2007(2):Cd003480. 
156. Sulemanji M, Vakili K, Zurakowski D, Tworetzky W, Fishman SJ, Kim HB. Umbilical 
Venous Catheter Malposition Is Associated with Necrotizing Enterocolitis in Premature 
Infants. Neonatology. 2017;111(4):337-43. 
157. Thompson A, Bizzarro M. Necrotizing Enterocolitis in Newborns. Drugs. 
2008;68(9):1227-38. 




159. Hunter CJ, Upperman JS, Ford HR, Camerini V. Understanding the Susceptibility of 
the Premature Infant to Necrotizing Enterocolitis (NEC). Pediatric research. 2008;63(2):117-
23. 
160. Schurr P, Perkins EM. The relationship between feeding and necrotizing enterocolitis 
in very low birth weight infants. Neonatal network : NN. 2008;27(6):397-407. 
161. Alexander VN, Northrup V, Bizzarro MJ. Antibiotic Exposure in the Newborn Intensive 
Care Unit and the Risk of Necrotizing Enterocolitis. The Journal of pediatrics. 
2011;159(3):392-7. 
162. Cotten CM, Taylor S, Stoll B, Goldberg RN, Hansen NI, Sánchez PJ, et al. Prolonged 
Duration of Initial Empirical Antibiotic Treatment Is Associated With Increased Rates of 
Necrotizing Enterocolitis and Death for Extremely Low Birth Weight Infants. Pediatrics. 
2009;123(1):58-66. 
163. Westerbeek EAM vdB, Anemone L, Harrie N, Knol J, Fetter Willem PF, van Elburg 
RM,. The intestinal bacterial colonisation in preterm infants: A review of the literature. Clinical 
Nutrition. 2006;25(3):361-8. 
164. Sharma R HM, Tepas JJ, Wludyka, PS, Marvin WJ, Bradshaw, JA, Pieper P,. Impact 
of gestational age on the clinical presentation and surgical outcome of necrotizing 
enterocolitis. Journal of perinatology. 2006;26(6):342-7. 
165. Alvares BR, Martins DL, Roma RL, Pereira IMR. Relevant radiological findings for the 
diagnosis of necrotizing enterocolitis and its complications. Radiologia Brasileira. 
2007;40:127-30. 
166. Bell MJ, Ternberg JL, Feigin RD, Keating JP, Marshall R, Barton L, et al. Neonatal 
necrotizing enterocolitis. Therapeutic decisions based upon clinical staging. Annals of 
surgery. 1978;187(1):1-7. 
167. Kliegman RM, Walsh MC. Neonatal necrotizing enterocolitis: pathogenesis, 
classification, and spectrum of illness. Current problems in pediatrics. 1987;17(4):213-88. 
168. Rees CM, Pierro A, Eaton S. Neurodevelopmental outcomes of neonates with 
medically and surgically treated necrotizing enterocolitis. Arch Dis Child Fetal Neonatal Ed. 
2007;92(3):F193-8. 
169. Fitzgibbons SC, Ching Y, Yu D, Carpenter J, Kenny M, Weldon C, et al. Mortality of 
necrotizing enterocolitis expressed by birth weight categories. Journal of Pediatric Surgery. 
2009;44(6):1072-6. 
170. Guthrie SO GP, Thomas V, Thorp JA, Peabody J, Clark RH,. Necrotizing enterocolitis 
among neonates in the United States. Journal of perinatology. 2003;23(4):278-85. 
171. Schulzke SM, Deshpande GC, Patole SK. Neurodevelopmental outcomes of very 
low-birth-weight infants with necrotizing enterocolitis: A systematic review of observational 
studies. Archives of pediatrics & adolescent medicine. 2007;161(6):583-90. 
172. Lucas A, Cole TJ. Breast milk and neonatal necrotising enterocolitis. Lancet. 
1990;336(8730):1519-23. 
173. Sisk PM, Lovelady CA, Dillard RG, Gruber KJ, O'Shea TM. Early human milk feeding 
is associated with a lower risk of necrotizing enterocolitis in very low birth weight infants. 
Journal of perinatology 2007;27(7):428-33. 
 259 
 
174. Stoll BJ, Hansen N, Fanaroff AA, Wright LL, Carlo WA, Ehrenkranz RA, et al. Late-
Onset Sepsis in Very Low Birth Weight Neonates: The Experience of the NICHD Neonatal 
Research Network. Pediatrics. 2002;110(2):285-91. 
175. Dong Y, Speer CP. Late-onset neonatal sepsis: recent developments. Archives of 
Disease in Childhood - Fetal and Neonatal Edition. 2014. 
176. Greenwood C, Morrow AL, Lagomarcino AJ, Altaye M, Taft DH, Yu Z, et al. Early 
empiric antibiotic use in preterm infants is associated with lower bacterial diversity and higher 
relative abundance of Enterobacter. The Journal of pediatrics. 2014;165(1):23-9. 
177. Blencowe H, Cousens S, Oestergaard MZ, Chou D, Moller AB, Narwal R, et al. 
National, regional, and worldwide estimates of preterm birth rates in the year 2010 with time 
trends since 1990 for selected countries: a systematic analysis and implications. Lancet. 
2012;379(9832):2162-72. 
178. Liu L, Oza S, Hogan D, Perin J, Rudan I, Lawn JE, et al. Global, regional, and 
national causes of child mortality in 2000–13, with projections to inform post-2015 priorities: 
an updated systematic analysis. The Lancet.385(9966):430-40. 
179. Lawn JE, Kerber K, Enweronu-Laryea C, Cousens S. 3.6 Million Neonatal Deaths—
What Is Progressing and What Is Not? Seminars in Perinatology. 2010;34(6):371-86. 
180. Hylander MA, Strobino DM, Dhanireddy R. Human Milk Feedings and Infection 
Among Very Low Birth Weight Infants. Pediatrics. 1998;102(3):e38. 
181. Arthur I. Eidelman RJS. Breastfeeding and the Use of Human Milk. Pediatrics. 
2012;129(3):e827-e41. 
182. Dewey KG, Heinig MJ, Nommsen-Rivers LA. Differences in morbidity between 
breast-fed and formula-fed infants. The Journal of pediatrics. 1995;126(5):696-702. 
183. WHO. Infant and Young Child Nutrition: Global Strategy on infant 
and young child feeding. 2012. 
184. Neville MC. Anatomy and Physiology of Lactation. Pediatric Clinics of North America. 
2001;48(1):13-34. 
185. Ustundag B YE, Dogan Y, Akarsu Saadet, Canatan H, Halifeoglu I, Cikim G, Aygun 
AD,. Levels of Cytokines (IL-1β, IL-2, IL-6, IL-8, TNF-α) and Trace Elements (Zn, Cu) in 
Breast Milk From Mothers of Preterm and Term Infants. Mediators of Inflammation. 
2005;2005(6):331-6. 
186. Goldman AS. The Immune System in Human Milk and the Developing Infant. 
Breastfeeding Medicine. 2007;2(4):195-204. 
187. Ehrlich Paul. Nobel Lecture:  Partial Cell Functions Nobelprize.org. Nobel Media AB 
2014 
Elsevier publishing Company;  [Available from: 
http://www.nobelprize.org/nobel_prizes/medicine. Accessed: July 2015. 
188. Wheeler TT, Hodgkinson AJ, Prosser CG, Davis SR. Immune components of 




189. Campbell B PW. Immune milk—a historical survey. Dairy Sci Abst. 1963;25(9):345-
58. 
190. Goldmann DA, Leclair J, Macone A. Bacterial colonization of neonates admitted to an 
intensive care environment. The Journal of pediatrics. 1978;93(2):288-93. 
191. Kulski JK, Hartmann PE. Changes in human milk composition during the initiation of 
lactation. The Australian journal of experimental biology and medical science. 
1981;59(1):101-14. 
192. Castellote C, Casillas R, Ramirez-Santana C, Perez-Cano FJ, Castell M, Moretones 
MG, et al. Premature delivery influences the immunological composition of colostrum and 
transitional and mature human milk. Journal of Nutrition. 2011;141(6):1181-7. 
193. Ballard O, Morrow AL. Human Milk Composition: Nutrients and Bioactive Factors. 
Pediatric clinics of North America. 2013;60(1):49-74. 
194. Mickleson KN, Moriarty KM. Immunoglobulin levels in human colostrum and milk. J 
Pediatr Gastroenterol Nutr. 1982;1(3):381-4. 
195. Araujo ED GA, Cornetta Mda, C, Cunha, H, Cardoso, ML, Morais SS, Giraldo PC,. 
Evaluation of the secretory immunoglobulin A levels in the colostrum and milk of mothers of 
term and pre-term newborns. The Brazilian journal of infectious diseases. 2005;9(5):357-62. 
196. Kerr MA. The structure and function of human IgA. Biochemical Journal. 
1990;271(2):285-96. 
197. Williams RC, Gibbons RJ. Inhibition of Bacterial Adherence by Secretory 
Immunoglobulin A: A Mechanism of Antigen Disposal. Science. 1972;177(4050):697-9. 
198. Mantis NJ, Rol N, Corthésy B. Secretory IgA's Complex Roles in Immunity and 
Mucosal Homeostasis in the Gut. Mucosal immunology. 2011;4(6):603-11. 
199. Gross SJ, Geller J, Tomarelli RM. Composition of Breast Milk from Mothers of 
Preterm Infants. Pediatrics. 1981;68(4):490-3. 
200. Mathur NB, Dwarkadas AM, Sharma VK, Saha K, Jain N. Anti-Infective Factors in 
Preterm Human Colostrum. Acta Pædiatrica. 1990;79(11):1039-44. 
201. Koenig A dADE, Barbosa SF, Vaz FA,. Immunologic factors in human milk: the 
effects of gestational age and pasteurization. Journal of human lactation. 2005;21(4):439-43. 
202. Brock JH. Lactoferrin in human milk: its role in iron absorption and protection against 
enteric infection in the newborn infant. Archives of Disease in Childhood. 1980;55(6):417-21. 
203. Valenti P, Antonini G. Lactoferrin: an important host defence against microbial and 
viral attack. Cellular and molecular life sciences : CMLS. 2005;62(22):2576-87. 
204. Legrand D. Overview of Lactoferrin as a Natural Immune Modulator. The Journal of 
pediatrics. 2016;173 Suppl:S10-5. 
205. Sherman MP, Miller MM, Sherman J, Niklas V. Lactoferrin and necrotizing 
enterocolitis. Current opinion in pediatrics. 2014;26(2):146-50. 
206. Liepke C, Adermann K, Raida M, Magert HJ, Forssmann WG, Zucht HD. Human milk 




207. Farnaud S, Evans RW. Lactoferrin—a multifunctional protein with antimicrobial 
properties. Molecular Immunology. 2003;40(7):395-405. 
208. Griffiths J, Jenkins P, Vargova M, Bowler U, Juszczak E, King A, et al. Enteral 
lactoferrin supplementation for very preterm infants: a randomised placebo-controlled trial. 
The Lancet. 2019. 
209. Kunz C, Rudloff S. Biological functions of oligosaccharides in human milk. Acta 
paediatrica (Oslo, Norway : 1992). 1993;82(11):903-12. 
210. Boehm G, Stahl B. Oligosaccharides from milk. The Journal of nutrition. 2007;137(3 
Suppl 2):847s-9s. 
211. Blank D, Dotz V, Geyer R, Kunz C. Human milk oligosaccharides and Lewis blood 
group: individual high-throughput sample profiling to enhance conclusions from functional 
studies. Advances in nutrition (Bethesda, Md). 2012;3(3):440s-9s. 
212. Wu S, Tao N, German JB, Grimm R, Lebrilla CB. Development of an annotated 
library of neutral human milk oligosaccharides. Journal of proteome research. 
2010;9(8):4138-51. 
213. Harmsen HJ, Wildeboer-Veloo AC, Raangs GC, Wagendorp AA, Klijn N, Bindels JG, 
et al. Analysis of intestinal flora development in breast-fed and formula-fed infants by using 
molecular identification and detection methods. J Pediatr Gastroenterol Nutr. 2000;30. 
214. Kunz C, Rudloff S, Baier W, Klein N, Strobel S. Oligosaccharides in human milk: 
structural, functional, and metabolic aspects. Annual review of nutrition. 2000;20:699-722. 
215. Chirico G, Marzollo R, Cortinovis S, Fonte C, Gasparoni A. Antiinfective properties of 
human milk. The Journal of nutrition. 2008;138(9):1801S-6S. 
216. Newburg DS, Ruiz-Palacios GM, Morrow AL. Human milk glycans protect infants 
against enteric pathogens. Annual review of nutrition. 2005;25:37-58. 
217. Newburg DS. Neonatal protection by an innate immune system of human milk 
consisting of oligosaccharides and glycans. Journal of Animal Science. 2009;87(13 
suppl):26-34. 
218. Bode L. Recent advances on structure, metabolism, and function of human milk 
oligosaccharides. The Journal of nutrition. 2006;136(8):2127-30. 
219. Jantscher-Krenn E, Bode L. Human milk oligosaccharides and their potential benefits 
for the breast-fed neonate. Minerva Pediatr. 2012;64(1):83-99. 
220. Wang B. Sialic acid is an essential nutrient for brain development and cognition. 
Annual review of nutrition. 2009;29:177-222. 
221. Wang B, McVeagh P, Petocz P, Brand-Miller J. Brain ganglioside and glycoprotein 
sialic acid in breastfed compared with formula-fed infants. The American journal of clinical 
nutrition. 2003;78(5):1024-9. 
222. Pittard WB, Bill K. Differentiation of cord blood lymphocytes into IgA-producing cells 
in response to breast milk stimulatory factor. Clinical Immunology and Immunopathology. 
1979;13(4):430-4. 




224. Marcuzzi A, Vecchi Brumatti L, Caruso L, Copertino M, Davanzo R, Radillo O, et al. 
Presence of IL-9 in Paired Samples of Human Colostrum and Transitional Milk. Journal of 
Human Lactation. 2013;29(1):26-31. 
225. Garofalo R. Cytokines in Human Milk. The Journal of pediatrics. 2010;156(2, 
Supplement):S36-S40. 
226. Whicher JT, Evans SW. Cytokines in disease. Clinical chemistry. 1990;36(7):1269-
81. 
227. Penttila IA. Milk-Derived Transforming Growth Factor-β and the Infant Immune 
Response. The Journal of pediatrics. 2010;156(2, Supplement):S21-S5. 
228. Verhasselt V, Milcent V, Cazareth J, Kanda A, Fleury S, Dombrowicz D, et al. Breast 
milk-mediated transfer of an antigen induces tolerance and protection from allergic asthma. 
Nature medicine. 2008;14(2):170-5. 
229. Freeman TC, Playford RJ, Quinn C, Beardshall K, Poulter L, Young J, et al. 
Pancreatic secretory trypsin inhibitor in gastrointestinal mucosa and gastric juice. Gut. 
1990;31(11):1318-23. 
230. Marchbank T, Chinery R, Hanby AM, Poulsom R, Elia G, Playford RJ. Distribution 
and expression of pancreatic secretory trypsin inhibitor and its possible role in epithelial 
restitution. The American journal of pathology. 1996;148(3):715-22. 
231. Royer P. Breast feeding and biological development. Acta paediatrica Scandinavica. 
1978;67(5):554-6. 
232. Marchbank T, Weaver G, Nilsen-Hamilton M, Playford RJ. Pancreatic secretory 
trypsin inhibitor is a major motogenic and protective factor in human breast milk. American 
journal of physiology Gastrointestinal and liver physiology. 2009;296(4):G697-703. 
233. Marchbank T, Mahmood A, Fitzgerald AJ, Domin J, Butler M, Goodlad RA, et al. 
Human pancreatic secretory trypsin inhibitor stabilizes intestinal mucosa against noxious 
agents. The American journal of pathology. 2007;171(5):1462-73. 
234. Kobata R, Tsukahara H, Ohshima Y, Ohta N, Tokuriki S, Tamura S, et al. High levels 
of growth factors in human breast milk. Early Hum Dev. 2008;84(1):67-9. 
235. Hirai C, Ichiba H, Saito M, Shintaku H, Yamano T, Kusuda S. Trophic Effect of 
Multiple Growth Factors in Amniotic Fluid or Human Milk on Cultured Human Fetal Small 
Intestinal Cells. Journal of Pediatric Gastroenterology and Nutrition. 2002;34(5):524-8. 
236. Dvorak B, Fituch CC, Williams CS, Hurst NM, Schanler RJ. Increased epidermal 
growth factor levels in human milk of mothers with extremely premature infants. Pediatric 
research. 2003;54(1):15-9. 
237. Read LC, Upton FM, Francis GL, Wallace JC, Dahlenberg GW, John Ballard F. 
Changes in the Growth-Promoting Activity of Human Milk during Lactation. Pediatric 
research. 1984;18:133. 
238. Chang CJ, Chao JC. Effect of human milk and epidermal growth factor on growth of 
human intestinal Caco-2 cells. J Pediatr Gastroenterol Nutr. 2002;34(4):394-401. 
239. Khailova L, Dvorak K, Arganbright KM, Williams CS, Halpern MD, Dvorak B. Changes 
in hepatic cell junctions structure during experimental necrotizing enterocolitis: effect of EGF 
treatment. Pediatric research. 2009;66(2):140-4. 
 263 
 
240. Radulescu A, Zhang HY, Chen CL, Chen Y, Zhou Y, Yu X, et al. Heparin-binding 
EGF-like growth factor promotes intestinal anastomotic healing. The Journal of surgical 
research. 2011;171(2):540-50. 
241. Boesmans W, Gomes P, Janssens J, Tack J, Vanden Berghe P. Brain-derived 
neurotrophic factor amplifies neurotransmitter responses and promotes synaptic 
communication in the enteric nervous system. Gut. 2008;57(3):314-22. 
242. Li R, Xia W, Zhang Z, Wu K. S100B protein, brain-derived neurotrophic factor, and 
glial cell line-derived neurotrophic factor in human milk. PloS one. 2011;6(6):e21663. 
243. Fichter M, Klotz M, Hirschberg DL, Waldura B, Schofer O, Ehnert S, et al. Breast milk 
contains relevant neurotrophic factors and cytokines for enteric nervous system 
development. Molecular nutrition & food research. 2011;55(10):1592-6. 
244. Corpeleijn WE, van Vliet I, de Gast-Bakker DA, van der Schoor SR, Alles MS, Hoijer 
M, et al. Effect of enteral IGF-1 supplementation on feeding tolerance, growth, and gut 
permeability in enterally fed premature neonates. J Pediatr Gastroenterol Nutr. 
2008;46(2):184-90. 
245. Loui A, Eilers E, Strauss E, Pohl-Schickinger A, Obladen M, Koehne P. Vascular 
Endothelial Growth Factor (VEGF) and soluble VEGF receptor 1 (sFlt-1) levels in early and 
mature human milk from mothers of preterm versus term infants. Journal of Human Lactation 
2012;28(4):522-8. 
246. Ozgurtas T, Aydin I, Turan O, Koc E, Hirfanoglu IM, Acikel CH, et al. Vascular 
endothelial growth factor, basic fibroblast growth factor, insulin-like growth factor-I and 
platelet-derived growth factor levels in human milk of mothers with term and preterm 
neonates. Cytokine. 2010;50(2):192-4. 
247. Soubasi V, Kremenopoulos G, Diamanti E, Tsantali C, Sarafidis K, Tsakiris D. Follow-
up of very low birth weight infants after erythropoietin treatment to prevent anemia of 
prematurity. The Journal of pediatrics. 1995;127(2):291-7. 
248. Kling PJ, Sullivan TM, Roberts RA, Philipps AF, Koldovsky O. Human milk as a 
potential enteral source of erythropoietin. Pediatric research. 1998;43(2):216-21. 
249. Goldman AS, Goldblum RM. Transfer of maternal leukocytes to the infant by human 
milk. Current topics in microbiology and immunology. 1997;222:205-13. 
250. Cabinian A, Sinsimer D, Tang M, Zumba O, Mehta H, Toma A, et al. Transfer of 
Maternal Immune Cells by Breastfeeding: Maternal Cytotoxic T Lymphocytes Present in 
Breast Milk Localize in the Peyer's Patches of the Nursed Infant. PloS one. 
2016;11(6):e0156762. 
251. Hassiotou F, Geddes DT, Hartmann PE. Cells in Human Milk: State of the Science. 
Journal of Human Lactation. 2013;29(2):171-82. 
252. Wirt DP, Adkins LT, Palkowetz KH, Schmalstieg FC, Goldman AS. Activated and 
memory T lymphocytes in human milk. Cytometry. 1992;13(3):282-90. 
253. Ciardelli L, Garofoli F, Stronati M, Mazzucchelli I, Avanzini MA, Figar T, et al. Human 
colostrum T lymphocytes and their effector cytokines actively aid the development of the 




254. Hassiotou F, Hepworth AR, Metzger P, Tat Lai C, Trengove N, Hartmann PE, et al. 
Maternal and infant infections stimulate a rapid leukocyte response in breastmilk. Clinical & 
Translational Immunology. 2013;2(4):e3. 
255. Hassiotou F, Beltran A, Chetwynd E, Stuebe AM, Twigger AJ, Metzger P, et al. 
Breastmilk is a novel source of stem cells with multilineage differentiation potential. Stem 
cells (Dayton, Ohio). 2012;30(10):2164-74. 
256. Newburg DS, Walker WA. Protection of the Neonate by the Innate Immune System of 
Developing Gut and of Human Milk. Pediatric research. 2007;61(1):2-8. 
257. Carlson SE, Montalto MB, Ponder DL, Werkman SH, Korones SB. Lower incidence of 
necrotizing enterocolitis in infants fed a preterm formula with egg phospholipids. Pediatric 
research. 1998;44(4):491-8. 
258. Thorell L, Sjoberg LB, Hernell O. Nucleotides in human milk: sources and metabolism 
by the newborn infant. Pediatric research. 1996;40(6):845-52. 
259. Balmer SE, Hanvey LS, Wharton BA. Diet and faecal flora in the newborn: 
nucleotides. Arch Dis Child Fetal Neonatal Ed. 1994;70(2):F137-40. 
260. Kurlak LO, Stephenson TJ. Plausible explanations for effects of long chain 
polyunsaturated fatty acids (LCPUFA) on neonates. Archives of Disease in Childhood - Fetal 
and Neonatal Edition. 1999;80(2):F148-F54. 
261. Palmano K, Rowan A, Guillermo R, Guan J, Mc Jarrow P. The Role of Gangliosides 
in Neurodevelopment. Nutrients. 2015;7(5):3891-913. 
262. Rueda R. The role of dietary gangliosides on immunity and the prevention of 
infection. The British journal of nutrition. 2007;98 Suppl 1:S68-73. 
263. Coppa GV, Gabrielli O, Pierani P, Catassi C, Carlucci A, Giorgi PL. Changes in 
carbohydrate composition in human milk over 4 months of lactation. Pediatrics. 
1993;91(3):637-41. 
264. Hirai Y, Kawakata N, Satoh K, Ikeda Y, Hisayasu S, Orimo H, et al. Concentrations of 
lactoferrin and iron in human milk at different stages of lactation. Journal of nutritional 
science and vitaminology. 1990;36(6):531-44. 
265. Neville MC, Morton J, Umemura S. Lactogenesis: The Transition from Pregnancy to 
Lactation. Pediatric Clinics of North America. 2001;48(1):35-52. 
266. Araújo ED, Gonçalves AK, Cornetta MdC, Cunha H, Cardoso ML, Morais SS, et al. 
Evaluation of the secretory immunoglobulin A levels in the colostrum and milk of mothers of 
term and pre-trerm newborns. Brazilian Journal of Infectious Diseases. 2005;9:357-62. 
267. Lewis-Jones DI, Lewis-Jones MS, Connolly RC, Lloyd DC, West CR. Sequential 
changes in the antimicrobial protein concentrations in human milk during lactation and its 
relevance to banked human milk. Pediatric research. 1985;19(6):561-5. 
268. Coppa GV, Pierani P, Zampini L, Carloni I, Carlucci A, Gabrielli O. Oligosaccharides 
in human milk during different phases of lactation. Acta paediatrica (Oslo, Norway : 1992) 
Supplement. 1999;88(430):89-94. 
269. Kuschel CA, Harding JE. Multicomponent fortified human milk for promoting growth in 
preterm infants. The Cochrane database of systematic reviews. 2004(1):Cd000343. 
 265 
 
270. Agostoni C, Buonocore G, Carnielli VP, De Curtis M, Darmaun D, Decsi T, et al. 
Enteral nutrient supply for preterm infants: commentary from the European Society of 
Paediatric Gastroenterology, Hepatology and Nutrition Committee on Nutrition. J Pediatr 
Gastroenterol Nutr. 2010;50(1):85-91. 
271. Tudehope DI. Human milk and the nutritional needs of preterm infants. Journal of 
Pediatrics. 2013;162(3 Suppl):S17-25. 
272. Underwood MA. Human milk for the premature infant. Pediatric clinics of North 
America. 2013;60(1):189-207. 
273. O'Brien CE, Krebs NF, Westcott JL, Dong F. Relationships among plasma zinc, 
plasma prolactin, milk transfer, and milk zinc in lactating women. Journal of human lactation 
2007;23(2):179-83. 
274. Montagne P, Cuilliere ML, Mole C, Bene MC, Faure G. Immunological and nutritional 
composition of human milk in relation to prematurity and mother's parity during the first 2 
weeks of lactation. J Pediatr Gastroenterol Nutr. 1999;29(1):75-80. 
275. Ronayne de Ferrer PA, Baroni A, Sambucetti ME, Lopez NE, Ceriani Cernadas JM. 
Lactoferrin levels in term and preterm milk. Journal of the American College of Nutrition. 
2000;19(3):370-3. 
276. Burjonrappa SC, Crete E, Bouchard S. The role of amniotic fluid in influencing 
neonatal birth weight. Journal of perinatology 2010;30(1):27-9. 
277. Underwood MA, Gilbert WM, Sherman MP. Amniotic fluid: not just fetal urine 
anymore. Journal of perinatology. 2005;25(5):341-8. 
278. Wagner CL, Taylor SN, Johnson D. Host factors in amniotic fluid and breast milk that 
contribute to gut maturation. Clinical reviews in allergy & immunology. 2008;34(2):191-204. 
279. Furman L, Taylor G, Minich N, Hack M. The effect of maternal milk on neonatal 
morbidity of very-low-birth-weight infants. Archives of pediatrics & adolescent medicine. 
2003;157:66-71. 
280. Rønnestad A, Abrahamsen TG, Medbø S, Reigstad H, Lossius K, Kaaresen PI, et al. 
Late-Onset Septicemia in a Norwegian National Cohort of Extremely Premature Infants 
Receiving Very Early Full Human Milk Feeding. Pediatrics. 2005;115(3):e269-e76. 
281. Meinzen-Derr J, Poindexter B, Wrage L, Morrow AL, Stoll B, Donovan EF. Role of 
human milk in extremely low birth weight infants' risk of necrotizing enterocolitis or death. 
Journal of perinatology. 2009;29(1):57-62. 
282. Heller CD, O'Shea M, Yao Q, Langer J, Ehrenkranz RA, Phelps DL, et al. Human milk 
intake and retinopathy of prematurity in extremely low birth weight infants. Pediatrics. 
2007;120(1):1-9. 
283. Okamoto T, Shirai M, Kokubo M, Takahashi S, Kajino M, Takase M, et al. Human 
milk reduces the risk of retinal detachment in extremely low-birthweight infants. Pediatrics 
international. 2007;49(6):894-7. 
284. Vohr BR, Poindexter BB, Dusick AM, McKinley LT, Higgins RD, Langer JC, et al. 
Persistent beneficial effects of breast milk ingested in the neonatal intensive care unit on 




285. Isaacs EB, Fischl BR, Quinn BT, Chong WK, Gadian DG, Lucas A. Impact of breast 
milk on intelligence quotient, brain size, and white matter development. Pediatric research. 
2010;67(4):357-62. 
286. Flidel-Rimon O, Friedman S, Lev E, Juster-Reicher A, Amitay M, Shinwell ES. Early 
enteral feeding and nosocomial sepsis in very low birthweight infants. Arch Dis Child Fetal 
Neonatal Ed. 2004;89(4):F289-92. 
287. King C. What's new in enterally feeding the preterm infant? Archives of Disease in 
Childhood - Fetal and Neonatal Edition. 2010;95(4):F304-F8. 
288. American Academy of Pediatrics Committee on Nutrition. Nutritional Needs of Low-
Birth-Weight Infants. Pediatrics. 1985;75(5):976-86. 
289. Viswanathan S, McNelis K, Super D, Einstadter D, Groh-Wargo S, Collin M. 
Standardized Slow Enteral Feeding Protocol and the Incidence of Necrotizing Enterocolitis in 
Extremely Low Birth Weight Infants. JPEN Journal of parenteral and enteral nutrition. 
2015;39(6):644-54. 
290. Hans DM, Pylipow M, Long JD, Thureen PJ, Georgieff MK. Nutritional practices in the 
neonatal intensive care unit: analysis of a 2006 neonatal nutrition survey. Pediatrics. 
2009;123(1):51-7. 
291. Hay WW. Strategies for Feeding the Preterm Infant. Neonatology. 2008;94(4):245-54. 
292. Henderson G CS, Brocklehurst P, McGuire W, . Enteral feeding regimens and 
necrotising enterocolitis in preterm infants: a multicentre case-control study. Arch Dis Child 
Fetal Neonatal Ed. 2009;94(2):F120-3. 
293. Klingenberg C, Embleton N, Jacobs S, O'Connell L, Kusche C. Enteral feeding 
practices in very preterm infants: an international survey. Arch Dis Child Fetal Neonatal Ed 
2012:F1-F6. 
294. Johnson MM. Outcomes Related to a Standardized Feeding Approach for Low Birth 
Weight Infants. Infant, Child, & Adolescent Nutrition. 2014;6(5):273-8. 
295. Edmond KB, Rajiv. Optimal feeding of low-birth-weight infants: World Health 
Organization, Geneva; 2006 [updated February 24 2016. 121]. Available from: 
http://www.who.int/maternal_child_adolescent. Accessed: May 2018]. 
296. Schanler RJ, Schulman RJ, Lau C. Feeding strategies for premature infants: 
beneficial outcomes of feeding fortified human milk versus preterm formula. Pediatrics. 
1999;103:1150-6. 
297. Ganapathy V, Hay JW, Kim JH. Costs of necrotizing enterocolitis and cost-
effectiveness of exclusively human milk-based products in feeding extremely premature 
infants. Breastfeeding medicine 2012;7(1):29-37. 
298. Sullivan S, Schanler RJ, Kim JH, Patel AL, Trawöger R, Kiechl-Kohlendorfer U, et al. 
An Exclusively Human Milk-Based Diet Is Associated with a Lower Rate of Necrotizing 
Enterocolitis than a Diet of Human Milk and Bovine Milk-Based Products. The Journal of 
pediatrics. 2010;156(4):562-7.e1. 
299. Arslanoglu S, Corpeleijn W, Moro G, Braegger C, Campoy C, Colomb V, et al. Donor 
human milk for preterm infants: current evidence and research directions. J Pediatr 
Gastroenterol Nutr. 2013;57(4):535-42. 
 267 
 
300. Wojcik KY, Rechtman DJ, Lee ML, Montoya A, Medo ET. Macronutrient analysis of a 
nationwide sample of donor breast milk. Journal of the American Dietetic Association. 
2009;109(1):137-40. 
301. Valentine CJ, Morrow G, Fernandez S, Gulati P, Bartholomew D, Long D, et al. 
Docosahexaenoic Acid and Amino Acid Contents in Pasteurized Donor Milk are Low for 
Preterm Infants. The Journal of pediatrics. 2010;157(6):906-10. 
302. Van Zoeren-Grobben D, Schrijver J, Van den Berg H, Berger HM. Human milk 
vitamin content after pasteurisation, storage, or tube feeding. Archives of Disease in 
Childhood. 1987;62(2):161-5. 
303. Kim M-J. Enteral nutrition for optimal growth in preterm infants. Korean Journal of 
Pediatrics. 2016;59(12):466-70. 
304. Quigley M, McGuire W. Formula versus donor breast milk for feeding preterm or low 
birth weight infants. The Cochrane database of systematic reviews. 2014(4):Cd002971. 
305. Ben XM. Nutritional management of newborn infants: practical guidelines. World 
journal of gastroenterology. 2008;14(40):6133-9. 
306. McClure RJ. Trophic feeding of the preterm infant. Acta Paediatrica. 
2001;90(436):19-21. 
307. Slagle TA, Gross SJ. Effect of early low-volume enteral substrate on subsequent 
feeding tolerance in very low birth weight infants. The Journal of pediatrics. 1988;113(3):526-
31. 
308. Fellman V, Hellstrom-Westas L, Norman M, Westgren M, Kallen K, Lagercrantz H, et 
al. One-year survival of extremely preterm infants after active perinatal care in Sweden. 
Jama. 2009;301(21):2225-33. 
309. Konnikova Y, Zaman MM, Makda M, D’Onofrio D, Freedman SD, Martin CR. Late 
Enteral Feedings Are Associated with Intestinal Inflammation and Adverse Neonatal 
Outcomes. PloS one. 2015;10(7):e0132924. 
310. Chauhan M, Henderson G, McGuire W. Enteral feeding for very low birth weight 
infants: reducing the risk of necrotising enterocolitis. Arch Dis Child Fetal Neonatal Ed. 
2008;93(2):F162-6. 
311. Fanaroff AA SB, Wright LL, et al. Trends in neonatal morbidity and mortality for very 
low birthweight infants. . Am J Obstet Gynecol. 2007;196(147):e1-147.e8. 
312. Morgan J Y, Lauren, McGuire W,. Delayed introduction of progressive enteral feeds 
to prevent necrotising enterocolitis in very low birth weight infants. Cochrane Database of 
Systematic Reviews. 2014(12). 
313. Oddie SJ, Young L, McGuire W. Slow advancement of enteral feed volumes to 
prevent necrotising enterocolitis in very low birth weight infants. The Cochrane database of 
systematic reviews. 2017;8:Cd001241. 
314. Hack M, Estabrook MM, Robertson SS. Development of sucking rhythm in preterm 
infants. Early Human Development. 1985;11(2):133-40. 
315. Gewolb IH, Vice FL, Schwietzer-Kenney EL, Taciak VL, Bosma JF. Developmental 




316. van Someren V, Linnett SJ, Stothers JK, Sullivan PG. An investigation into the 
benefits of resiting nasoenteric feeding tubes. Pediatrics. 1984;74(3):379-83. 
317. Stocks J. Effect of nasogastric tubes on nasal resistance during infancy. Archives of 
Disease in Childhood. 1980;55(1):17-21. 
318. COOKE RJ, EMBLETON ND. Feeding issues in preterm infants. Archives of Disease 
in Childhood - Fetal and Neonatal Edition. 2000;83(3):F215-F8. 
319. Premji SS, Chessell L. Continuous nasogastric milk feeding versus intermittent bolus 
milk feeding for premature infants less than 1500 grams. Cochrane Database of Systematic 
Reviews. 2011(11). 
320. Toce SS, Keenan WJ, Homan SM. Enteral feeding in very-low-birth-weight infants. A 
comparison of two nasogastric methods. American journal of diseases of children (1960). 
1987;141(4):439-44. 
321. Silvestre MAA, Morbach CA, Brans YW, Shankaran S. A prospective randomized trial 
comparing continuous versus intermittent feeding methods in very low birth weight neonates. 
The Journal of pediatrics. 1996;128(6):748-52. 
322. Ng E, Schurr P, Reilly M, Dunn M, Beck J. Impact of feeding method on diaphragm 
electrical activity and central apnea in preterm infants (FEAdi study). Early Hum Dev. 
2016;101:33-7. 
323. Bozzetti V, Tagliabue PE. Enteral nutrition for preterm infants: by bolus or 
continuous? An update. Medical and surgical pediatrics 2017;39(2):159. 
324. Kumar RK, Singhal A, Vaidya U, Banerjee S, Anwar F, Rao S. Optimizing Nutrition in 
Preterm Low Birth Weight Infants—Consensus Summary. Frontiers in Nutrition. 2017;4:20. 
325. Caple J, Armentrout D, Huseby V, Halbardier B, Garcia J, Sparks JW, et al. 
Randomized, controlled trial of slow versus rapid feeding volume advancement in preterm 
infants. Pediatrics. 2004;114(6):1597-600. 
326. Fryer JG, Ashford JR. Trends in perinatal and neonatal mortality in England and 
Wales 1960-69. British journal of preventive & social medicine. 1972;26(1):1-9. 
327. Duley L, Uhm S, Oliver S. Top 15 UK research priorities for preterm birth. The Lancet. 
2014;383(9934):2041-2. 
328. Morisset J. Regulation of Growth and Development of the Gastrointestinal Tract. 
Journal of Dairy Science. 1993;76(7):2080-93. 
329. Lucas A. Role of nutritional programming in determining adult morbidity. Archives of 
Disease in Childhood. 1994;71(4):288-90. 
330. Lucas A, Morley R, Cole TJ, Lister G, Leeson-Payne C. Breast milk and subsequent 
intelligence quotient in children born preterm. Lancet. 1992;339(8788):261-4. 
331. Singhal A, Cole TJ, Lucas A. Early nutrition in preterm infants and later blood 
pressure: two cohorts after randomised trials. Lancet. 2001;357(9254):413-9. 
332. Ehrenkranz RA, Dusick AM, Vohr BR, Wright LL, Wrage LA, Poole WK. Growth in the 
neonatal intensive care unit influences neurodevelopmental and growth outcomes of 
extremely low birth weight infants. Pediatrics. 2006;117(4):1253-61. 
 269 
 
333. Gounaris A, Alexiou N, Costalos C, Daniilidou M, Frangou E, Konstandellou E. Gut 
hormone concentrations in preterm infants with necrotizing enterocolitis. Acta paediatrica. 
1997;86(7):762-3. 
334. Drucker DJ, Erlich P, Asa SL, Brubaker PL. Induction of intestinal epithelial 
proliferation by glucagon-like peptide 2. Proc Natl Acad Sci U S A. 1996;93(15):7911-6. 
335. Kojima M, Hosoda H, Date Y, Nakazato M, Matsuo H, Kangawa K. Ghrelin is a 
growth-hormone-releasing acylated peptide from stomach. Nature. 1999;402(6762):656-60. 
336. Fernandez Rodriguez B, Pena Gonzalez L, Calvo MC, Chaves Sanchez F, Pallas 
Alonso CR, de Alba Romero C. Oral care in a neonatal intensive care unit. The journal of 
maternal-fetal & neonatal medicine. 2017;30(8):953-7. 
337. Christensen RD, Rigby G, Schmutz N, Lambert DK, Wiedmeier SE, Burnett J, et al. 
ETCare: a randomized, controlled, masked trial comparing two solutions for upper airway 
care in the NICU. Journal of perinatology 2007;27(8):479-84. 
338. Støy ACF, Østergaard MV, Sangild PT. Amniotic Fluid and Colostrum as Potential 
Diets in the Critical Care of Preterm Infants. In: Rajendram R, Preedy VR, Patel VB, editors. 
Diet and Nutrition in Critical Care: Springer New York; 2015. p. 1109-21. 
339. Rodriguez NA, Meier PP, Groer MW, Zeller JM. Oropharyngeal administration of 
colostrum to extremely low birth weight infants: theoretical perspectives. Journal of 
Perinatology. 2009;29(1):1-7. 
340. Cesta MF. Normal structure, function, and histology of mucosa-associated lymphoid 
tissue. Toxicologic pathology. 2006;34(5):599-608. 
341. Mowat AM. Anatomical basis of tolerance and immunity to intestinal antigens. Nature 
reviews Immunology. 2003;3(4):331-41. 
342. Kiyono H, Fukuyama S. NALT- versus Peyer's-patch-mediated mucosal immunity. 
Nature reviews Immunology. 2004;4(9):699-710. 
343. Standring S HE, Jermiah CH, David J, Androw W. Pharynx (Chapter 35).  Gray's 
anatomy: Tha Anatomical basis of Clinical Practice. 39th ed. USA: Elsevier; 2004. p. 619-31. 
344. Bocci V. Absorption of cytokines via oropharyngeal-associated lymphoid tissues. 
Does an unorthodox route improve the therapeutic index of interferon? Clinical 
pharmacokinetics. 1991;21(6):411-7. 
345. Hutchinson V, Cummins JM. Low-dose oral interferon in patients with AIDs. Lancet. 
1987;2:1530-1. 
346. Beilharz MW, Cummins JM, Bennett AL. Protection from lethal influenza virus 
challenge by oral type 1 interferon. Biochemical and Biophysical Research Communications. 
2007;355(3):740-4. 
347. Beilharz MW, Cummins MJ, Bennett AL, Cummins JM. Oromucosal Administration of 
Interferon to Humans. Pharmaceuticals. 2010;3(2):323-44. 
348. Bennett AL, Smith DW, Cummins MJ, Jacoby PA, Cummins JM, Beilharz MW. Low-
dose oral interferon alpha as prophylaxis against viral respiratory illness: a double-blind, 




349. Yuki Y KH. Mucosal vaccines: novel advances in technology and delivery. Expert 
review of vaccines. 2009;8(8):1083-97. 
350. Azegami T, Yuki Y, Kiyono H. Challenges in mucosal vaccines for the control of 
infectious diseases. International immunology. 2014;26(9):517-28. 
351. Rodriguez N. Colostrum as a Therapeutic for Premature Infants. In: Watson RR, 
Grimble G, Preedy VR, Zibadi S, editors. Nutrition in Infancy. Nutrition and Health: Humana 
Press; 2013. p. 145-55. 
352. Rodriguez NA CM. Oropharyngeal Administration of Mother's Milk to Prevent 
Necrotizing Enterocolitis in Extremely Low-Birth-Weight Infants: Theoretical Perspectives. 
The Journal of Perinatal & Neonatal nursing. 2015;29(1):81-90. 
353. Seigel JK, Smith PB, Ashley PL, Cotten CM, Herbert CC, King BA, et al. Early 
administration of oropharyngeal colostrum to extremely low birth weight infants. 
Breastfeeding Medicine. 2013;8(6):491-5. 
354. Rodriguez N.A MP, Groer MW, Zeller JM, Engstrom JL, Fogg L,. A pilot study to 
determine the safety and feasibility of oropharyngeal administration of own mother's 
colostrum to extremely low-birth-weight infants. Advances in neonatal care. 2010;10(4):206-
12. 
355. Thibeau S BC. Exploring the Use of Mothers' Own Milk as Oral Care for Mechanically 
Ventilated Very Low-Birth-Weight Preterm Infants. Advances in Neonatal Care. 
2013;13(3):190-7. 
356. Lee J, Kim HS, Jung YH, Choi KY, Shin SH, Kim EK, et al. Oropharyngeal Colostrum 
Administration in Extremely Premature Infants: An RCT. Pediatrics. 2015. 
357. Sohn K KK, Mills DA, Underwood MA. Buccal administration of human colostrum: 
impact on the oral microbiota of premature infants. Journal of perinatology. 2015. 
358. Romano-Keeler J, Azcarate-Peril MA, Weitkamp JH, Slaughter JC, McDonald WH, 
Meng S, et al. Oral colostrum priming shortens hospitalization without changing the 
immunomicrobial milieu. Journal of perinatology 2016. 
359. Rodriguez NA, Vento M, Claud EC, Wang CE, Caplan MS. Oropharyngeal 
administration of mother’s colostrum, health outcomes of premature infants: study protocol 
for a randomized controlled trial. Trials. 2015;16(1):453. 
360. Dewhurst K. The use of colostrum and expressed breast milk for oral care, in 
neonates who are unable to be orally fed on the Neonatal Unit Leeds. eClinical Guidelines. 
UK: ACADEMIA.EDU; 2010. 
361. Pletsch D, Ulrich C, Angelini M, Fernandes G, Lee DS. Mothers' "liquid gold": a 
quality improvement initiative to support early colostrum delivery via oral immune therapy 
(OIT) to premature and critically ill newborns. Nursing leadership (Toronto, Ont). 2013;26 
Spec No 2013:34-42. 
362. Clarke S. Early administration of Buccal Colostrum to sick and premature infants 
admitted to the NNU UK: Southern West Midlands; 2017 [Available from: 
http://www.swmmnn.org.uk. Accessed: February 2018. 
363. Lee HC, Kurtin PS, Wight NE, Chance K, Cucinotta-Fobes T, Hanson-Timpson TA, et 




364. Page S, Jorgensen S, Ciaravino E, Roman K, Woldt E. Oral Colostrum Care and the 
Benefits to the Neonatal Population. Neonatal Intensive Care Unit, Children's Hospital of 
Michigan, USA.; 2013. 
365. Battersby C, Santhalingam T, Costeloe K, Modi N. Incidence of neonatal necrotising 
enterocolitis in high-income countries: a systematic review. Arch Dis Child Fetal Neonatal Ed. 
2018;103(2):F182-f9. 
366. Snyder R, Herdt A M-CN, Ladino J, Crowley K, Levy P. Early provision of 
oropharyngeal colostrum leads to sustained breast milk feedings in preterm infants. 
Pediatrics & Neonatology. 2017;58(6):534-40. 
367. Shah P, Kaciroti N, Richards B, Oh W, Lumeng JC. Developmental Outcomes of Late 
Preterm Infants From Infancy to Kindergarten. Pediatrics. 2016;138(2):e20153496. 
368. Kramer MS, Demissie K, Yang H, Platt RW, Sauve R, Liston R. The contribution of 
mild and moderate preterm birth to infant mortality. Fetal and Infant Health Study Group of 
the Canadian Perinatal Surveillance System. JAMA. 2000;284(7):843-9. 
369. Thames Valley Neonatal ODN Quality Care Group. Guideline framework for mouth 
care on the neonatal unit 2016 [Available from: https://www.networks.nhs.uk/nhs-
networks/thames-valley-wessex. Accessed: July 2018  
370. Godfrey KM, Barker DJP. Fetal nutrition and adult disease. The American journal of 
clinical nutrition. 2000;71(5):1344S-52S. 
371. Strelitz J RE. The Economic Case for a Shift to Prevention (Chapter 3). In: Annual 
Report of the Chief Medical Officer 2012. UK; 2013  (p1-42):  
;  [Available from: https://assets.publishing.service.gov.uk/government. . 
372. University of Nottingham. Code of Research Conduct and Research Ethics 2013 
[updated April 2016. Available from: https://www.nottingham.ac.uk. Accessed: August 2018  
373. Health Resaerch Authority. UK policy framework for health and social care research: 
Health Resaerch Authority; 2017 [Available from: https://www.hra.nhs.uk. Accessed: August 
2018. 
374. Human Tissue Authority. Human Tissue Act 2004 Human Tissue Authority; 2004 
[Available from: https://www.hta.gov.uk/policies/human-tissue-act-2004. Accessed: August 
2018. 
375. Kellerman SE, Herold J. Physician response to surveys. A review of the literature. 
American journal of preventive medicine. 2001;20(1):61-7. 
376. Diane L. Spatz PRF, and Taryn M. Edwards, BSN RNC. The Use of Colostrum and 
Human Milk for Oral Care in the Neonatal Intensive Care Unit. National Association of 
Neonatal Nurses E-News2009. 
377. McCallie KR LH, Mayer O, Cohen RS, Hintz SR, Rhine WD,. Improved outcomes with 
a standardized feeding protocol for very low birth weight infants. Journal Of Perinatology. 
2011;31:S61. 




379. Coggon D, Rose G, D B. Epidemiology for the Uninitiated 5th ed. UK: BMJ Publishing 
Group 2003. 
380. Ellsbury DL, Ursprung R. A Primer on Quality Improvement Methodology in 
Neonatology. Clinics in Perinatology.37(1):87-99. 
381. Scheuren F. What is a survey? : American Statistical Association, Washington; 2004. 
Available from: https://trove.nla.gov.au/work. 
382. D. de Leeuw JH, Don Dillman, . International Handbook of Survey Methodology. 1st 
Edition ed. New York: Routledge; 2008. 560 p. 
383. Ritter P, Lorig K, Laurent D, Matthews K. Internet Versus Mailed Questionnaires: A 
Randomized Comparison. J Med Internet Res. 2004;6(3):e29. 
384. Duffy B, Smith K, Terhanian G, Bremer J. Comparing Data from Online and Face-to-
face Surveys. International Journal of Market Research. 2005;47(6):615-39. 
385. Saris W, I G. Design, Evaluation, and Analysis of Questionnaires for Survey 
Research. Second Edition ed. New Jersey: John Wiley & Sons, Inc., Hoboken, ; 2014. 
386. Fricker RD, Schonlau M. Advantages and Disadvantages of Internet Research 
Surveys: Evidence from the Literature. Field Methods. 2002;14(4):347-67. 
387. Wright KB. Researching Internet-Based Populations: Advantages and Disadvantages 
of Online Survey Research, Online Questionnaire Authoring Software Packages, and Web 
Survey Services. Journal of Computer-Mediated Communication. 2005;10(3):00-. 
388. van Gelder MM, Bretveld W, Nel R. Web-based Questionnaires: The Future in 
Epidemiology? American Journal of Epidemiology. 2010;172(11):1292-8. 
389. Eysenbach G, Wyatt J. Using the Internet for surveys and health research. J Med 
Internet Res. 2002;4(2):E13. 
390. Evans JR, Mathur A. The value of online surveys. Internet Research. 2005;15(2):195-
219. 
391. Heiervang E, Goodman R. Advantages and limitations of web-based surveys: 
evidence from a child mental health survey. Social psychiatry and psychiatric epidemiology. 
2011;46(1):69-76. 
392. Leece P, Bhandari M, Sprague S, Swiontkowski MF, Schemitsch EH, Tornetta P, et 
al. Internet versus mailed questionnaires: a randomized comparison (2). J Med Internet Res. 
2004;6(3):e30. 
393. Kongsved SM, Basnov M, Holm-Christensen K, Hjollund NH. Response rate and 
completeness of questionnaires: a randomized study of Internet versus paper-and-pencil 
versions. J Med Internet Res. 2007;9(3):e25. 
394. Mehta R, Sivadas E. Comparing Response Rates and Response Content in Mail 
versus Electronic Mail Surveys. Market Research Society Journal. 1995;37(4):1-12. 
395. Braithwaite D, Emery J, de Lusignan S, Sutton S. Using the Internet to conduct 
surveys of health professionals: a valid alternative? Family Practice. 2003;20(5):545-51. 
 273 
 
396. Nasuf A OS, Jarvis C, Dorling J, . Administration of Oropharyngeal Colostrum to 
Infants in the Neonatal Intensive Care Unit guideline (D3a): NHS Trust; 2017 [Version 
1:[Available from: https://www.nuh.nhs.uk/download.cfm. Accessed: March 2018]. 
397. Smith H. Guideline for Mouth care for Preterm and Sick Infants. UK: The Northen 
Neonatal Network, UK 
2014 [Available from: https://www.networks.nhs.uk/nhs-networks. Accessd: February 2018. 
398. Jisc. Joint Information Systems committee 2012 [Available from: 
https://www.jisc.ac.uk. Accessed: December 2018. 
399. Ojha S, Gridley E, Dorling J. Use of heated humidified high-flow nasal cannula 
oxygen in neonates: a UK wide survey. Acta paediatrica 2013;102(3):249-53. 
400. Bryman A. Social Resarch Mehtods. 4th ed. USA: Oxford University Press Inc; 2012. 
401. British Association of Perinatal Medicine (BAPM). UK. [Available from: 
https://www.bapm.org/neonatal-networks. Accessd: February 2018. 
402. Peter M. Dunn. Founding the British Association of Perinatal Medicine in Bristol in 
1976, . West of England Medical Journal, [Internet]. 2017; 116(1). Available from: 
https://www.bapm.org/sites. Accessed: February 2018. 
403. Department of Health Expert Working Group on Neonatal Intensive Care Services. 
Report of the Neonatal Intensive Care Services Review Group. 2003 [Available from: 
http://www.dh.gov.uk/. Accessed: May 2018. 
404. British Association of Perinatal Medicine (BAPM). Categories of Care 2011 [Available 
from: https://www.bapm.org. Accessed: February 2018. 
405. Manfreda KL, Batagelj Z, Vehovar V. Design of Web Survey Questionnaires: Three 
Basic Experiments. Journal of Computer-Mediated Communication. 2002;7(3):0-. 
406. Information Commissiner's Office. Guide to the General Data Protection Regulation 
(GDPR). UK [Available from: https://ico.org.uk. Accessed: August 2018. 
407. Hancock M, Javid S. Data Protection Act 2018 Overview.  [Available from: 
www.gov.uk/government/publications. Accessed: August 2018  
408. McHugh ML. Interrater reliability: the kappa statistic. Biochemia Medica. 
2012;22(3):276-82. 
409. Landis JR, Koch GG. The measurement of observer agreement for categorical data. 
Biometrics. 1977;33(1):159-74. 
410. Raziano DB, Jayadevappa R, Valenzula D, Weiner M, Lavizzo-Mourey R. E-mail 
versus conventional postal mail survey of geriatric chiefs. The Gerontologist. 2001;41(6):799-
804. 
411. Zhang Y. Using the Internet for survey research: A case study. Journal of the 
American Society for Information Science. 2000;51(1):57-68. 
412. Glass KM, Greecher CP, Doheny KK. Oropharyngeal Administration of Colostrum 
Increases Salivary Secretory IgA Levels in Very Low-Birth-Weight Infants. American journal 
of perinatology. 2017;34(14):1389-95. 
 274 
 
413. Gephart SM, Weller M. Colostrum as oral immune therapy to promote neonatal 
health. Advances in Neonatal Care. 2014;14(1):44-51. 
414. Royal College of Paediatrics and Child Health. National Neonatal Audit Programme 
2017: Annual Report on 2016 data UK [Available from: https://www.rcpch.ac.uk. Accessed: 
May 2018]. 
415. Patel RM, Rysavy MA. Global Variation in Neonatal Intensive Care: Does It Matter? 
The Journal of pediatrics. 2016;177:6-7. 
416. Glass KM, Greecher CP, Doheny KK. Oropharyngeal Administration of Colostrum 
Increases Salivary Secretory IgA Levels in Very Low-Birth-Weight Infants. American journal 
of perinatology. 2017;34(14):1389-95. 
417. Rodriguez N, Groer M, Zeller J, Engstrom J, Fogg L, Du H, et al. A Randomized 
Controlled Trial of the Oropharyngeal Administration of Mother’s Colostrum to Extremely 
Low Birth Weight Infants in the First Days of Life. Neonatal Intensive Care. 2011;24(4):31-5. 
418. J. R-K, Azcarate-Peril MA, Weitkamp JH, Slaughter JC, McDonald WH, Meng S, et 
al. Oral colostrum priming shortens hospitalization without changing the immunomicrobial 
milieu. Journal of perinatology 2017;37(1):36-41. 
419. Zhang Y JF, Hu X, Cao Y, Latour JM,. Oropharyngeal Colostrum Administration in 
Very Low Birth Weight Infants: A Randomized Controlled Trial. Pediatric Critical Care 
Medicine. 2017;18(9):869-75. 
420. Pediatrics AAo. Breastfeeding and the Use of Human Milk. Pediatrics. 
2012;129(3):e827-e41. 
421. Zhou J, Shukla VV, John D, Chen C. Human Milk Feeding as a Protective Factor for 
Retinopathy of Prematurity: A Meta-analysis. Pediatrics. 2015;136(6):e1576-e86. 
422. Montgomery D, Baer V, Lambert D, Christensen R. Oropharyngeal administration of 
colostrum to very low birth weight infants: results of a feasibility trial. Neonatal Intensive 
Care. 2010;23(1):27-9. 
423. Dewan N, Wood L, Maxwell S, Cooper C, Brabin B. Breast-feeding knowledge and 
attitudes of teenage mothers in Liverpool. Journal of human nutrition and dietetics 
2002;15(1):33-7. 
424. Joshi S, Barakoti B, Lamsal S. Colostrum Feeding: Knowledge, Attitude and Practice 
in Pregnant Women in a Teaching Hospital in Nepal. International Journal of Medicine and 
Molecular Medicine, [Internet]. 2012; 3(8). Available from: http://www.webmedcentral.com. 
Accessed: April 2018. 
425. Vijayalakshmi P, Susheela T, Mythili D. Knowledge, attitudes, and breast feeding 
practices of postnatal mothers: A cross sectional survey. International journal of health 
sciences. 2015;9(4):364-74. 
426. Manjura M, Bolesh A, Sisay D, Negash S, Shewasinad S. Assessment of Knowledge, 
Attitude and Practice Towards Colostrum Feeding Among Antenatal Care Attendant 
Pregnant Mothers in Mizan Tepi University Teaching Hospital, Bench Maji Zone, SNNPR, 
South West Ethiopia, 2016/2017 G.C2017. 
 275 
 
427. Blasius J, Brandt M. Representativeness in Online Surveys through Stratified 
Samples. Bulletin of Sociological Methodology/Bulletin de Méthodologie Sociologique. 
2010;107(1):5-21. 
428. Sax LJ, Gilmartin SK, Bryant AN. Assessing Response Rates and Nonresponse Bias 
in Web and Paper Surveys. Research in Higher Education. 2003;44(4):409-32. 
429. Nasuf AWA, Ojha S, Dorling J. Oropharyngeal colostrum in preventing mortality and 
morbidity in preterm infants. The Cochrane database of systematic reviews. 
2018;9:Cd011921. 
430. Sackett DL. Evidence-based medicine. Seminars in Perinatology. 1997;21(1):3-5. 
431. Haynes RB, Devereaux PJ, Guyatt GH. Clinical expertise in the era of evidence-
based medicine and patient choice. Evidence Based Medicine. 2002;7(2):36-8. 
432. Akobeng AK. Principles of evidence based medicine. Archives of Disease in 
Childhood. 2005;90(8):837-40. 
433. Straus SE, Sackett DL. Using research findings in clinical practice. BMJ. 
1998;317(7154):339-42. 
434. McAlister FA, Graham I, Karr GW, Laupacis A. Evidence-based medicine and the 
practicing clinician. Journal of general internal medicine. 1999;14(4):236-42. 
435. Akobeng AK. Understanding randomised controlled trials. Archives of Disease in 
Childhood. 2005;90(8):840-4. 
436. Cook DJ, Mulrow CD, Haynes RB. Systematic reviews: synthesis of best evidence for 
clinical decisions. Annals of internal medicine. 1997;126(5):376-80. 
437. Mulrow CD. Systematic Reviews: Rationale for systematic reviews. BMJ. 
1994;309(6954):597-9. 
438. Paul M, Leibovici L. Systematic review or meta-analysis? Their place in the evidence 
hierarchy. Clinical microbiology and infection : the official publication of the European Society 
of Clinical Microbiology and Infectious Diseases. 2014;20(2):97-100. 
439. Pai M, McCulloch M, Gorman JD, Pai N, Enanoria W, Kennedy G, et al. Systematic 
reviews and meta-analyses: an illustrated, step-by-step guide. The National medical journal 
of India. 2004;17(2):86-95. 
440. Egger M DK, Smith GD, . Problems and Limitations in Conducting Systematic 
Reviews.  Systematic Reviews in Health Care: Wiley Online Library; 2008. 
441. Hopayian K. The need for caution in interpreting high quality systematic reviews. Bmj. 
2001;323(7314):681-4. 
442. Concato J, Shah N, Horwitz RI. Randomized, controlled trials, observational studies, 
and the hierarchy of research designs. The New England journal of medicine. 
2000;342(25):1887-92. 
443. Guyatt GH, Oxman AD, Vist GE, Kunz R, Falck-Ytter Y, Alonso-Coello P, et al. 
GRADE: an emerging consensus on rating quality of evidence and strength of 
recommendations. Bmj. 2008;336(7650):924-6. 
 276 
 
444. Sackett DL. Rules of Evidence and Clinical Recommendations on the Use of 
Antithrombotic Agents. Chest. 1989;95(2, Supplement):2S-4S. 
445. Rychetnik L, Hawe P, Waters E, Barratt A, Frommer M. A glossary for evidence 
based public health. Journal of epidemiology and community health. 2004;58(7):538-45. 
446. Tomlin G, Borgetto B. Research Pyramid: a new evidence-based practice model for 
occupational therapy. The American journal of occupational therapy : official publication of 
the American Occupational Therapy Association. 2011;65(2):189-96. 
447. Oxford Centre for Evidence-Based Medicine Levels of Evidence Working Group. The 
Oxford Levels of Evidence 2. UK [Available from: https://www.cebm.net/index.aspx?o=5653. 
Accessed: September 2018. 
448. Miles A, Charlton B, Bentley P, Polychronis A, Grey J, Price N. New perspectives in 
the evidence-based healthcare debate. Journal of evaluation in clinical practice. 
2000;6(2):77-84. 
449. Howick J, Glasziou P, Aronson JK. The evolution of evidence hierarchies: what can 
Bradford Hill's ‘guidelines for causation’ contribute? Journal of the Royal Society of Medicine. 
2009;102(5):186-94. 
450. Stewart LA, Parmar MK. Bias in the analysis and reporting of randomized controlled 
trials. International journal of technology assessment in health care. 1996;12(2):264-75. 
451. Sheldon TA, Guyatt GH, Haines A. When to act on the evidence. BMJ. 
1998;317(7151):139-42. 
452. Aronson JK. Metameta-analysis. British Journal of Clinical Pharmacology. 
2005;60(2):117-9. 
453. Deeks JJ HJ, Altman DG (editors) on behalf of the Cochrane Statistical Methods 
Group,. Chapter 9: Analysing Data and Undertaking Meta-Analyses.  Cochrane Handbook 
for Systematic Reviews of Interventions: The Cochrane Collaboration; 2017. 
454. Schünemann HJ OA, Vist GE, Higgins JPT, Deeks JJ, Glasziou P, Akl E, Guyatt GH,. 
Chapter 12: Interpreting results and drawing conclusions.  Cochrane Handbook for 
Systematic Reviews of Interventions version 520 (updated June 2017): Cochrane; 2017. 
455. Ried K. Interpreting and understanding meta-analysis graphs--a practical guide. 
Australian family physician. 2006;35(8):635-8. 
456. Strube MJ, Hartmann DP. A critical appraisal of meta-analysis. British Journal of 
Clinical Psychology. 1982;21(2):129-39. 
457. UK CC. Cochrane's legacy. Lancet. 1992;340(8828):1131-2. 
458. Chalmers I, Dickersin K, Chalmers TC. Getting to grips with Archie Cochrane's 
agenda. British medical journal. 1992;305(6857):786-8. 
459. Hill GB. Archie Cochrane and his legacy: An internal challenge to physicians' 
autonomy? Journal of Clinical Epidemiology. 2000;53(12):1189-92. 
460. Grimshaw J. So what has the Cochrane Collaboration ever done for us? A report card 
on the first 10 years. Canadian Medical Association Journal. 2004;171(7):747-9. 
 277 
 
461. Chandler J, Hopewell S. Cochrane methods - twenty years experience in developing 
systematic review methods. Systematic Reviews. 2013;2:76-. 
462. Chalmers I. The Cochrane collaboration: preparing, maintaining, and disseminating 
systematic reviews of the effects of health care. Annals of the New York Academy of 
Sciences. 1993;703:156-63; discussion 63-5. 
463. Higgins JPT CR, Chandler J, Cumpston MS,. Cochrane Handbook for Systematic 
Reviews of Interventions Version 5.2.0 Cochrane 2017. Available from: 
https://community.cochrane.org/handbook. Accessed: Sptember 2108. 
464. Reeves BC DJ, Higgins JPT, Wells GA. Chapter 13: Including non-randomized 
studies.  Cochrane Handbook for Systematic Reviews of Interventions Version 510: The 
Cochrane Collaboration  2011. 
465. Jadad AR, Cook DJ, Jones A, et al. Methodology and reports of systematic reviews 
and meta-analyses: A comparison of cochrane reviews with articles published in paper-
based journals. JAMA. 1998;280(3):278-80. 
466. GRADE Working Group. Grading of Recommendations Assessment, Development, 
and Evaluation 2000 [Available from: http://www.gradeworkinggroup.org/. Accessed: 
September 2018. 
467. Guyatt G, Oxman AD, Akl EA, Kunz R, Vist G, Brozek J, et al. GRADE guidelines: 1. 
Introduction-GRADE evidence profiles and summary of findings tables. J Clin Epidemiol. 
2011;64(4):383-94. 
468. Kavanagh BP. The GRADE System for Rating Clinical Guidelines. PLoS Medicine. 
2009;6(9):e1000094. 
469. Schunemann HJ, Jaeschke R, Cook DJ, Bria WF, El-Solh AA, Ernst A, et al. An 
official ATS statement: grading the quality of evidence and strength of recommendations in 
ATS guidelines and recommendations. American journal of respiratory and critical care 
medicine. 2006;174(5):605-14. 
470. Bero L, Busuttil G, Farquhar C, Koehlmoos TP, Moher D, Nylenna M, et al. 
Measuring the performance of The Cochrane Library. Cochrane Database of Systematic 
Reviews. 2012(11). 
471. Tisdale JE. Integrity in Authorship and Publication. The Canadian Journal of Hospital 
Pharmacy. 2009;62(6):441-2. 
472. Kirkham JJ, Dwan KM, Altman DG, Gamble C, Dodd S, Smyth R, et al. The impact of 
outcome reporting bias in randomised controlled trials on a cohort of systematic reviews. 
BMJ. 2010;340. 
473. Higgins JPT LT, Chandler J, Tovey D, Churchill R. S, . Methodological Expectations 
of Cochrane Intervention Reviews. : Cochrane: London 2016. Available from: 
https://methods.cochrane.org. 
474. Counsell C. Formulating questions and locating primary studies for inclusion in 
systematic reviews. Annals of internal medicine 1997;127(5):380-7. 
475. Green S HJ. Chapter 2: Preparing a Cochrane review.  Cochrane Handbook for 
Systematic Reviews of Interventions: The Cochrane Collaboration; 2011. 
 278 
 
476. The Nordic Cochrane Centre TCC. Review Manager (RevMan). 5.3 In: Centre TNC, 
editor. Copenhagen: The Nordic Cochrane Centre, The Cochrane Collaboration 
2014. 
477. Howick J CI, Glasziou P, Greenhalgh T, Heneghan C, Liberati A, Moschetti I, Phillips 
B, Thornton H, . Explanation of the 2011 Oxford Centre for Evidence-Based Medicine 
(OCEBM) Levels of Evidence. UK2011 [Available from: 
https://www.cebm.net/index.aspx?o=5653. Accesed: September 2018. 
478. Higgins JPT LT, Chandler J, Tovey D, Churchill R. S. Standards for the conduct and 
reporting of new Cochrane Intervention Reviews. 2012. In: Methodological Expectations of 
Cochrane Intervention Reviews [Internet]. The Cochrane Collaboration. version 2. 
479. Nasuf AW, Ojha S, Dorling J. Oropharyngeal colostrum in preventing mortality and 
morbidity in preterm infants. Cochrane Database of Systematic Reviews. 2015(10). 
480. Chalmers I, Altman DG. How can medical journals help prevent poor medical 
research? Some opportunities presented by electronic publishing. Lancet. 
1999;353(9151):490-3. 
481. Eysenbach G. Peer Review and Publication of Research Protocols and Proposals: A 
Role for Open Access Journals. Journal of Medical Internet Research. 2004;6(3):e37. 
482. Cook DJ, Guyatt GH, Ryan G, Clifton J, Buckingham L, Willan A, et al. Should 
unpublished data be included in meta-analyses? Current convictions and controversies. 
Jama. 1993;269(21):2749-53. 
483. Smith R, Roberts I. An amnesty for unpublished trials. Send us details on any 
unreported trials. 1997;315(7109):622. 
484. Cochrane Neonatal. Overview of Searching Databases for Randomised Trials in 
Neonatology 2015 [Available from: http://neonatal.cochrane.org/resources-review-authors. 
Accessed: July 2018. 
485. Lefebvre C ME, Glanville J, . Chapter 6: Searching for studies. Cochrane Handbook 
for Systematic Reviews of Interventions. Version 5.1.0: The Cochrane Collaboration; 2011. 
486. Higgins JPT, Deeks JJ. Chapter 7: Selecting studies and collecting data.  Cochrane 
Handbook for Systematic Reviews of Interventions Version 510: The Cochrane Collaboration 
. Available from: www.cochrane-handbook.org. ; 2011. 
487. Tramer MR, Reynolds DJ, Moore RA, McQuay HJ. Impact of covert duplicate 
publication on meta-analysis: a case study. Bmj. 1997;315(7109):635-40. 
488. Moher D, Liberati A, Tetzlaff J, Altman DG. Preferred reporting items for systematic 
reviews and meta-analyses: The PRISMA statement. International Journal of Surgery. 
2010;8(5):336-41. 
489. Wortman PM. Evaluation research: A methodological perspective Annual Review of 
Psychology 1983;34:37. 
490. Higgins JPT AD, Sterne JAC, . Chapter 8: Assessing risk of bias in included studies.  
Cochrane Handbook for Systematic Reviews of Interventions Version 520 Cochrane 2017. 
491. Review Mnanger (RevMan) [Computer program]. Review Mnanger (RevMan) 
Versioin 5.3. Copenhagan: The Nordic Cochrane Centre, The Cochrane Collaboration; 2014. 
 279 
 
492. Borenstein M, Hedges LV, Higgins JPT, Rothstein HR. A basic introduction to fixed-
effect and random-effects models for meta-analysis. Research Synthesis Methods. 
2010;1(2):97-111. 
493. Higgins JP, Altman DG, Gotzsche PC, Juni P, Moher D, Oxman AD, et al. The 
Cochrane Collaboration's tool for assessing risk of bias in randomised trials. BMJ. 
2011;343:d5928. 
494. Higgins JPT GS. Cochrane Handbook for Systematic Reviews of Interventions 
Version 5.1.0: The Cochrane Collaboration; 2011. 
495. Sterne JAC, Sutton AJ, Ioannidis JPA, Terrin N, Jones DR, Lau J, et al. 
Recommendations for examining and interpreting funnel plot asymmetry in meta-analyses of 
randomised controlled trials. BMJ. 2011;343. 
496. Schünemann HJ OA, Higgins JPT, Vist GE, Glasziou P, Akl E, Guyatt GH,. Chapter 
11: Completing ‘Summary of findings’ tables and grading the confidence in or quality of the 
evidence.  Cochrane Handbook for Systematic Reviews of Interventions 2017. 
497. Schünemann H BeJ, Guyatt G, Oxman A. GRADE handbook for grading quality of 
evidence and strength of recommendations 2013. Available from: 
http://gdt.guidelinedevelopment.org/app/handbook/handbook.html. 
498. Guyatt GH, Oxman AD, Vist G, Kunz R, Brozek J, Alonso-Coello P, et al. GRADE 
guidelines: 4. Rating the quality of evidence--study limitations (risk of bias). J Clin Epidemiol. 
2011;64(4):407-15. 
499. Guyatt GH, Oxman AD, Kunz R, Woodcock J, Brozek J, Helfand M, et al. GRADE 
guidelines: 8. Rating the quality of evidence--indirectness. J Clin Epidemiol. 2011 
d;64(12):1303-10. 
500. Guyatt GH, Oxman AD, Kunz R, Woodcock J, Brozek J, Helfand M, et al. GRADE 
guidelines: 7. Rating the quality of evidence--inconsistency. J Clin Epidemiol. 2011 
c;64(12):1294-302. 
501. Guyatt GH, Oxman AD, Kunz R, Brozek J, Alonso-Coello P, Rind D, et al. GRADE 
guidelines 6. Rating the quality of evidence--imprecision. J Clin Epidemiol. 2011 
b;64(12):1283-93. 
502. McFadden Barbara. Oral colonization in the preterm neonate: Effect of oral care 
[0569: Nursing, 0573: Public health,]. USA: Texas Woman's University; 2012. 
503. Yosuke Washio. The effect of oropharyngeal colostrum administration in preterm 
infants. [Clinical trial]. Japan2016 [Available from: 
https://rctportal.niph.go.jp/en/detail?trial_id=UMIN000022923. . 
504. Martin Alvarez E, Victoria Jimenez Cabanillas M, Caballero M, Serrano Lopez L, 
Kajarabille N, Díaz-Castro J, et al. Effect of oropharyngeal colostrum administration on 
immunoglobulin A levels in preterm newborns. 2016. p. 232-8. 
505. Mota-Ferreira DM, Leves D, Bem E, Fatureto G, Navarro N, Afonso N, et al. 
Oropharyngeal Administration of Colostrum and Prevention of Infections in Very Low 
Birthweight Infants [Clincal trial]. Brazil2016 [Available from: 
https://clinicaltrials.gov/ct2/show/NCT02912585. Accessed: September 2018. 
 280 
 
506. Glass KM GC, Doheny KK,. Oropharyngeal Administration of Colostrum Increases 
Salivary Secretory IgA Levels in Very Low-Birth-Weight Infants. American journal of 
perinatology. 2017. 
507. Montjaux-Regis N, Cristini C, Arnaud C, Glorieux I, Vanpee M, Casper C. Improved 
growth of preterm infants receiving mother's own raw milk compared with pasteurized donor 
milk. Acta paediatrica (Oslo, Norway : 1992). 2011;100(12):1548-54. 
508. Schanler RJ, Lau C, Hurst NM, Smith EO. Randomized trial of donor human milk 
versus preterm formula as substitutes for mothers' own milk in the feeding of extremely 
premature infants. Pediatrics. 2005;116(2):400-6. 
509. Andersson Y, Savman K, Blackberg L, Hernell O. Pasteurization of mother's own milk 
reduces fat absorption and growth in preterm infants. Acta paediatrica (Oslo, Norway : 1992). 
2007;96(10):1445-9. 
510. Thomas EJ, Petersen LA. Measuring errors and adverse events in health care. 
Journal of general internal medicine. 2003;18(1):61-7. 
511. Lopes JB dOL, Soldateli B, . Oropharyngeal administration of mother’s colostrum: a 
literature review. Demetra Food, Nutrition 7 Health [Internet]. 2018 2018-07-16; 13(2):[14 p.]. 
Available from: http://www.e-publicacoes.uerj.br/. 
512. Thornton A, Lee P. Publication bias in meta-analysis: its causes and consequences. J 
Clin Epidemiol. 2000;53(2):207-16. 
513. Hopewell S, Loudon K, Clarke MJ, Oxman AD, Dickersin K. Publication bias in clinical 
trials due to statistical significance or direction of trial results. The Cochrane database of 
systematic reviews. 2009(1):MR000006. 
514. Council NR. The Prevention and Treatment of Missing Data in Clinical Trials. 
Washington, DC: The National Academies Press; 2010. 162 p. 
515. Little RJ, D'Agostino R, Cohen ML, Dickersin K, Emerson SS, Farrar JT, et al. The 
prevention and treatment of missing data in clinical trials. The New England journal of 
medicine. 2012;367(14):1355-60. 
516. Rodriguez NA. Colostrum as a Therapeutic for Premature Infants. In: Watson RR, 
Grimble G, Preedy VR, Zibadi S, editors. Nutrition in Infancy. Nutrition and Health: Humana 
Press; 2013. p. 145-55. 
517. Song JW, Chung KC. Observational Studies: Cohort and Case-Control Studies. 
Plastic and reconstructive surgery. 2010;126(6):2234-42. 
518. Lane-Claypon JE. A Further Report on Cancer of the Breast with Special Reference 
to its Associated Antecedent Conditions: London: H. M.S.O.; 1926. x+189 pp. p. 
519. Doll R, Hill AB. Smoking and carcinoma of the lung; preliminary report. British medical 
journal. 1950;2(4682):739-48. 
520. Benson K, Hartz AJ. A comparison of observational studies and randomized, 
controlled trials. The New England journal of medicine. 2000;342(25):1878-86. 
521. Evans D. Hierarchy of evidence: a framework for ranking evidence evaluating 
healthcare interventions. Journal of clinical nursing. 2003;12(1):77-84. 
 281 
 
522. Britton A, McKee M, Black N, McPherson K, Sanderson C, Bain C. Choosing 
between randomised and non-randomised studies: a systematic review. Health technology 
assessment (Winchester, England). 1998;2(13):i-iv, 1-124. 
523. Huston P, Naylor CD. Health services research: reporting on studies using secondary 
data sources. CMAJ: Canadian Medical Association Journal. 1996;155(12):1697-709. 
524. Boslaugh Sarah. Secondary Data Sources for Public Health: A Practical Guide: 
Cambridge University Press; 2007. 
525. Cheng HG, Phillips MR. Secondary analysis of existing data: opportunities and 
implementation. Shanghai archives of psychiatry. 2014;26(6):371-5. 
526. Vartanian TP. Secondary data analysis (Pocket Guide to Social Work Research 
Methods). New York,  NY: Oxford University Press, Inc; 2011. 
527. Institute of Medicine. Crossing the Quality Chasm: A New Health System for the 21st 
Century. Washington, DC: The National Academies Press; 2001. 360 p. 
528. Gunter TD, Terry NP. The Emergence of National Electronic Health Record 
Architectures in the United States and Australia: Models, Costs, and Questions. Journal of 
Medical Internet Research. 2005;7(1):e3. 
529. Office of the National Coordinator for Health Information Technology. Benefits of 
EHRs. USA,  2018 [Available from: https://www.healthit.gov. Accessed: May 2018]. 
530. Reimer AP, Milinovich A, Madigan EA. Data quality assessment framework to assess 
electronic medical record data for use in research. International Journal of Medical 
Informatics. 2016;90:40-7. 
531. Gale C, Morris I. The UK National Neonatal Research Database: using neonatal data 
for research, quality improvement and more. Archives of Disease in Childhood Education 
and Practice Edition. 2016;101(4):216-8. 
532. Terry AL, Chevendra V, Thind A, Stewart M, Marshall JN, Cejic S. Using your 
electronic medical record for research: a primer for avoiding pitfalls. Fam Pract. 
2010;27(1):121-6. 
533. Hallsworth M FA, Oortwijn W, Hatziandreu E, . The provision of neonatal services: 
Data for international comparisons 2008 Available from: 
www.rand.org/pubs/technical_reports/. Accessed: May 2108. 
534. Gale C, Santhakumaran S, Nagarajan S, Statnikov Y, Modi N. Impact of managed 
clinical networks on NHS specialist neonatal services in England: population based study. 
BMJ : British Medical Journal. 2012;344. 
535. Neonatal Data Analysis Unit. Utilising the National Neonatal research database 
(NNRD). Imperial College London;  [Available from: https://www.imperial.ac.uk/neonatal-
data-analysis-unit. Accesed: February 2019. 
536. GOV.UK Digital Marketplace. BadgerNet Neonatal EPR (Electronic Patient Record) 
System,  




537. Clevermed Ltd. Clevermed services UK1999 [Available from: 
https://www.clevermed.com. Accessed: May 2018]  
538. Cebul RD, Love TE, Jain AK, Hebert CJ. Electronic health records and quality of 
diabetes care. The New England journal of medicine. 2011;365(9):825-33. 
539. O'Malley AS, Draper K, Gourevitch R, Cross DA, Scholle SH. Electronic health 
records and support for primary care teamwork. Journal of the American Medical Informatics 
Association : JAMIA. 2015;22(2):426-34. 
540. Terry A CV, Thind A, Stewart M, Marshall J, Cejic S,. Using your electronic medical 
record for research: a primer for avoiding pitfalls. Family Practice. 2010;27(1):121-6. 
541. Thiru K, Hassey A, Sullivan F. Systematic review of scope and quality of electronic 
patient record data in primary care. BMJ. 2003;326(7398):1070. 
542. Beeby PJ, Jeffery H. Risk factors for necrotising enterocolitis: the influence of 
gestational age. Archives of Disease in Childhood. 1992;67(4 Spec No):432-5. 
543. Sturmer T BH. Potential gain in precision and power by matching on strong risk 
factors in case-control studies: the example of laryngeal cancer. Journal of epidemiology and 
biostatistics. 2000;5(2):125-31. 
544. Fenton Tanis R. Clinical actual age percentile and z-score calculator Canada 2017 
[Available from: https://www.ucalgary.ca/fenton. Accessed: March 2018]. 
545. WHO Expert Committee. Physical Status: The Use and Interpretation of 
Anthropometry. Geneva: World Health Organization; 1995. 
546. WHO Expert Committee. WHO Global Database on Child Growth and Malnutrition. 
Geneva: World Health Organization; 1997. 
547. Nolen TL, Dimmick BF, Ostrosky-Zeichner L, Kendrick AS, Sable C, Ngai A, et al. A 
web-based endpoint adjudication system for interim analyses in clinical trials. Clinical trials 
(London, England). 2009;6(1):60-6. 
548. Gordon PV, Swanson JR. Necrotizing enterocolitis is one disease with many origins 
and potential means of prevention. Pathophysiology 2014;21(1):13-9. 
549. Armonk N. IBM SPSS Statistics Version 22.0. SPSS for Windows. 22 ed. USA: IBM 
Corp.; 2013. 
550. Hayes AF, Krippendorff K. Answering the Call for a Standard Reliability Measure for 
Coding Data. Communication Methods and Measures. 2007;1(1):77-89. 
551. Krippendorff K. Reliability in content analysis: Some common misconceptions and 
recommendations. Human communication research. 2004;30(3):411-33. 
552. Haukoos JS NC. Advanced statistics: missing data in clinical research--part 1: an 
introduction and conceptual framework. Academic emergency medicine. 2007;14(7):662-8. 
553. Newgard CD HJ. Advanced statistics: missing data in clinical research--part 2: 
multiple imputation. Academic emergency medicine. 2007;14(7):669-78. 





555. Been JV, Lievense S, Zimmermann LJI, Kramer BW, Wolfs TGAM. Chorioamnionitis 
as a Risk Factor for Necrotizing Enterocolitis: A Systematic Review and Meta-Analysis. The 
Journal of pediatrics. 2013;162(2):236-42.e2. 
556. Lee J-y, Park K-H, Kim A, Yang H-R, Jung E-Y, Cho S-H. Maternal and Placental 
Risk Factors for Developing Necrotizing Enterocolitis in Very Preterm Infants. Pediatrics & 
Neonatology. 2017;58(1):57-62. 
557. Moore SW, Arnold M, Wright C. Necrotizing enterocolitis and the placenta — A key 
etiological link. Journal of Pediatric Surgery. 2013;48(2):359-62. 
558. Corvaglia L, Fantini MP, Aceti A, Gibertoni D, Rucci P, Baronciani D, et al. Predictors 
of full enteral feeding achievement in very low birth weight infants. PloS one. 
2014;9(3):e92235. 
559. Dorling J, Berrington J, Bowler U, Boyle E, Embleton N, Juszczak E, et al. The Speed 
of Increasing milk Feeds Trial (SIFT); Results at Hospital Discharge. EAPAS. [Abstract ]. In 
press 2016. 
560. Nasuf AWA, Ojha S, Dorling J. Oropharyngeal colostrum in preventing mortality and 
morbidity in preterm infants. Cochrane Database of Systematic Reviews. 2018(9). 
561. Thibeau S, Boudreaux C. Exploring the Use of Mothers' Own Milk as Oral Care for 
Mechanically Ventilated Very Low-Birth-Weight Preterm Infants. Advances in Neonatal Care. 
2013;13(3):190-7 10.1097/ANC.0b013e318285f8e2. 
562. Lee SK, Shah PS, Singhal N, Aziz K, Synnes A, McMillan D, et al. Association of a 
quality improvement program with neonatal outcomes in extremely preterm infants: a 
prospective cohort study. Canadian Medical Association journal 2014;186(13):E485-E94. 
563. Sharma R, Tepas JJ, 3rd, Hudak ML, Wludyka PS, Mollitt DL, Garrison RD, et al. 
Portal venous gas and surgical outcome of neonatal necrotizing enterocolitis. J Pediatr Surg. 
2005;40(2):371-6. 
564. U.S. Department of Health and Human Services. Guidance for Clinical Trial Sponsors 
On the Establishment and Operation of Clinical Trial Data Monitoring Committees, USA2006 
[Available from: http://www.gmp-compliance.org/guidemgr. Accessed: December 2018. 
565. Snyder R, Herdt A, Mejias-Cepeda N, Ladino J, Crowley K, Levy P. Early provision of 
oropharyngeal colostrum leads to sustained breast milk feedings in preterm infants. 
Pediatrics and neonatology. 2017;58(6):534-40. 
566. Victora CG, Bahl R, Barros AJ, Franca GV, Horton S, Krasevec J, et al. 
Breastfeeding in the 21st century: epidemiology, mechanisms, and lifelong effect. Lancet. 
2016;387(10017):475-90. 
567. Cleminson J, Oddie S, Renfrew MJ, McGuire W. Being baby friendly: evidence-based 
breastfeeding support. Archives of Disease in Childhood - Fetal and Neonatal Edition. 
2015;100(2):F173-F8. 
568. Fischer F, Lange K, Klose K, Greiner W, Kraemer A. Barriers and Strategies in 
Guideline Implementation-A Scoping Review. Healthcare (Basel, Switzerland). 2016;4(3):36. 
569. Spallek H, Song M, Polk DE, Bekhuis T, Frantsve-Hawley J, Aravamudhan K. 
Barriers to implementing evidence-based clinical guidelines: a survey of early adopters. The 
journal of evidence-based dental practice. 2010;10(4):195-206. 
 284 
 
570. von Elm E, Altman DG, Egger M, Pocock SJ, Gøtzsche PC, Vandenbroucke JP, et al. 
The Strengthening the Reporting of Observational Studies in Epidemiology (STROBE) 
Statement: Guidelines for Reporting Observational Studies. PLOS Medicine. 
2007;4(10):e296. 
571. Peat G, Riley RD, Croft P, Morley KI, Kyzas PA, Moons KGM, et al. Improving the 
Transparency of Prognosis Research: The Role of Reporting, Data Sharing, Registration, 
and Protocols. PLOS Medicine. 2014;11(7):e1001671. 
572. International Committeee of Medical Journal Editors. Recommendations for the 
Conduct, Reporting, Editing, and Publication of Scholarly Work in Medical Journals USA: 
ICMJE; 2018 [Available from: http://www.icmje.org. Accessed: January 2019. 
573. Lucas A, Adrian TE, Christofides N, Bloom SR, Aynsley-Green A. Plasma motilin, 
gastrin, and enteroglucagon and feeding in the human newborn. Archives of Disease in 
Childhood. 1980;55(9):673-7. 
574. Lucas A, Bloom SR, Aynsley-Green A. Metabolic and endocrine consequences of 
depriving preterm infants of enteral nutrition. Acta paediatrica Scandinavica. 1983;72(2):245-
9. 
575. Rehfeld JF. The new biology of gastrointestinal hormones. Physiological reviews. 
1998;78(4):1087-108. 
576. Aynsley-Green A, Lucas A, Lawson GR, Bloom SR. Gut hormones and regulatory 
peptides in relation to enteral feeding, gastroenteritis, and necrotizing enterocolitis in infancy. 
The Journal of pediatrics 1990;117(1 Pt 2):S24-32. 
577. Sangild PT. Gut responses to enteral nutrition in preterm infants and animals. 
Experimental biology and medicine (Maywood, NJ). 2006;231(11):1695-711. 
578. Lucas A, Bloom SR, Aynsley-Green A. Postnatal surges in plasma gut hormones in 
term and preterm infants. Biology of the neonate. 1982;41(1-2):63-7. 
579. Lucas A, Bloom SR, Aynsley-Green A. Development of gut hormone responses to 
feeding in neonates. Arch Dis Child. 1980;55(9):678-82. 
580. Lucas A, Bloom SR, Aynsley-Green A. Gut hormones and 'minimal enteral feeding'. 
Acta paediatrica Scandinavica. 1986;75(5):719-23. 
581. Shanahan KH, Yu X, Miller LG, Freedman SD, Martin CR. Early Serum Gut Hormone 
Concentrations Associated With Time to Full Enteral Feedings in Preterm Infants. J Pediatr 
Gastroenterol Nutr. 2018;67(1):97-102. 
582. Hart K, Kim L, Zaman M, Grimont C, D'Onofrio D, Freedman S, et al. Gut Hormone 
Levels in Preterm Infants as Predictors of Feeding Intolerance. The FASEB Journal. 
2015;29(1 Supplement). 
583. Small CJ, Bloom SR. Gut hormones and the control of appetite. Trends in 
endocrinology and metabolism: TEM. 2004;15(6):259-63. 
584. Adrian TE, Smith HA, Calvert SA, Aynsley-Green A, Bloom SR. Elevated plasma 
peptide YY in human neonates and infants. Pediatric research. 1986;20(12):1225-7. 
585. Chen X, Du X, Zhu J, Xie L, Zhang Y, He Z. Correlations of circulating peptide YY 
and ghrelin with body weight, rate of weight gain, and time required to achieve the 
 285 
 
recommended daily intake in preterm infants. Brazilian Journal of Medical and Biological 
Research. 2012;45:656-64. 
586. Meier JJ, Nauck MA. Glucose-dependent insulinotropic polypeptide/gastric inhibitory 
polypeptide. Best Practice & Research Clinical Endocrinology & Metabolism. 2004;18(4):587-
606. 
587. Lucas A, Sarson DL, Bloom SR, Aynsley-Green A. Developmental aspects of gastric 
inhibitory polypeptide (GIP) and its possible role in the enteroinsular axis in neonates. Acta 
paediatrica Scandinavica. 1980;69(3):321-5. 
588. Holst JJ. The physiology of glucagon-like peptide 1. Physiological reviews. 
2007;87(4):1409-39. 
589. Bouwens L, Rooman I. Regulation of pancreatic beta-cell mass. Physiological 
reviews. 2005;85(4):1255-70. 
590. Kawamata R, Suzuki Y, Yada Y, Koike Y, Kono Y, Yada T, et al. Gut hormone 
profiles in preterm and term infants during the first 2 months of life. Journal of pediatric 
endocrinology & metabolism : JPEM. 2014;27(7-8):717-23. 
591. Sharma MK, Jalewa J, Holscher C. Neuroprotective and anti-apoptotic effects of 
liraglutide on SH-SY5Y cells exposed to methylglyoxal stress. Journal of neurochemistry. 
2014;128(3):459-71. 
592. Amin H, Holst JJ, Hartmann B, Wallace L, Wright J, Sigalet DL. Functional ontogeny 
of the proglucagon-derived peptide axis in the premature human neonate. Pediatrics. 
2008;121(1):e180-6. 
593. Padidela R, Patterson M, Sharief N, Ghatei M, Hussain K. Elevated basal and post-
feed glucagon-like peptide 1 (GLP-1) concentrations in the neonatal period. European journal 
of endocrinology. 2009;160(1):53-8. 
594. Date Y, Kojima M, Hosoda H, Sawaguchi A, Mondal MS, Suganuma T, et al. Ghrelin, 
a novel growth hormone-releasing acylated peptide, is synthesized in a distinct endocrine 
cell type in the gastrointestinal tracts of rats and humans. Endocrinology. 2000;141(11):4255-
61. 
595. Zhang G, Yin X, Qi Y, Pendyala L, Chen J, Hou D, et al. Ghrelin and Cardiovascular 
Diseases. Current Cardiology Reviews. 2010;6(1):62-70. 
596. Fidanci K, Meral C, Suleymanoglu S, Pirgon O, Karademir F, Aydinoz S, et al. Ghrelin 
levels and postnatal growth in healthy infants 0-3 months of age. Journal of clinical research 
in pediatric endocrinology. 2010;2(1):34-8. 
597. Shimizu T, Kitamura T, Yoshikawa N, Suganuma H, Hisata K, Tanaka K, et al. 
Plasma levels of active ghrelin until 8 weeks after birth in preterm infants: relationship with 
anthropometric and biochemical measures. Archives of Disease in Childhood - Fetal and 
Neonatal Edition. 2007;92(4):F291-F2. 
598. Siahanidou T, Mandyla H, Vounatsou M, Anagnostakis D, Papassotiriou I, Chrousos 
GP. Circulating peptide YY concentrations are higher in preterm than full-term infants and 
correlate negatively with body weight and positively with serum ghrelin concentrations. 
Clinical chemistry. 2005;51(11):2131-7. 
 286 
 
599. Soriano-Guillen L, Barrios V, Chowen JA, Sanchez I, Vila S, Quero J, et al. Ghrelin 
levels from fetal life through early adulthood: relationship with endocrine and metabolic and 
anthropometric measures. The Journal of pediatrics. 2004;144(1):30-5. 
600. Chanoine JP, Yeung LP, Wong AC, Birmingham CL. Immunoreactive ghrelin in 
human cord blood: relation to anthropometry, leptin, and growth hormone. J Pediatr 
Gastroenterol Nutr. 2002;35(3):282-6. 
601. Tomasik PJ, Sztefko K. The effect of enteral and parenteral feeding on secretion of 
orexigenic peptides in infants. BMC gastroenterology. 2009;9:92. 
602. Bilous R, Donnelly R. Normal Physiology of Insulin Secretion and Action.  Handbook 
of Diabetes 4th ed: Wiley-Blackwell; 2010. 
603. Dimitriadis G, Mitrou P, Lambadiari V, Maratou E, Raptis SA. Insulin effects in muscle 
and adipose tissue. Diabetes research and clinical practice. 2011;93 Suppl 1:S52-9. 
604. Aynsley-Green A, Hawdon JM, Deshpande S, Platt MW, Lindley K, Lucas A. 
Neonatal insulin secretion: implications for the programming of metabolic homeostasis. Acta 
paediatrica Japonica : Overseas edition. 1997;39 Suppl 1:S21-5. 
605. Hawdon JM, Aynsley-Green A, Alberti KG, Ward Platt MP. The role of pancreatic 
insulin secretion in neonatal glucoregulation. I. Healthy term and preterm infants. Archives of 
disease in childhood. 1993;68(3 Spec No):274-9. 
606. Lucas A. Programming by early nutrition in man. Ciba Foundation symposium. 
1991;156:38-50; discussion -5. 
607. Hofman  PL, Regan  F, Jackson  WE, Jefferies  C, Knight  DB, Robinson  EM, et al. 
Premature Birth and Later Insulin Resistance. New England Journal of Medicine. 
2004;351(21):2179-86. 
608. Van Weemen BK, Schuurs AH. Immunoassay using antigen-enzyme conjugates. 
FEBS letters. 1971;15(3):232-6. 
609. Aydin S. A short history, principles, and types of ELISA, and our laboratory 
experience with peptide/protein analyses using ELISA. Peptides. 2015;72:4-15. 
610. Lim CT, Zhang Y. Bead-based microfluidic immunoassays: The next generation. 
Biosensors and Bioelectronics. 2007;22(7):1197-204. 
611. Fitzgibbons PL, Page DL, Weaver D, Thor AD, Allred DC, Clark GM, et al. Prognostic 
factors in breast cancer. College of American Pathologists Consensus Statement 1999. 
Archives of pathology & laboratory medicine. 2000;124(7):966-78. 
612. Delehanty JB, Ligler FS. A microarray immunoassay for simultaneous detection of 
proteins and bacteria. Analytical chemistry. 2002;74(21):5681-7. 
613. Govindarajan R, Duraiyan J, Kaliyappan K, Palanisamy M. Microarray and its 
applications. Journal of Pharmacy & Bioallied Sciences. 2012;4(Suppl 2):S310-S2. 
614. dupont N, Wang K, Wadhwa P, Culhane J, Nelson E. Validation and comparison of 
luminex multiplex cytokine analysis kits with ELISA: determinations of a panel of nine 




615. Nzou SM, Fujii Y, Miura M, Mwau M, Mwangi AW, Itoh M, et al. Development of 
multiplex serological assay for the detection of human African trypanosomiasis. Parasitology 
International. 2016;65(2):121-7. 
616. Kawamata R, Suzuki Y, Yada Y, Koike Y, Kono Y, Takahashi N. Gut hormones of 
preterm infants with abdominal symptoms and hypothyroxinemia. Pediatrics International. 
2015;57(4):614-9. 
617. Uthaya S LX, Babalis D, Dore C. J, Warwick J, Bell J, Thomas L, Ashby D, Durighel 
G, Ederies A, Yanez-Lopez, M, Modi N,. Nutritional Evaluation and Optimisation in Neonates: 
a randomized, double-blind controlled trial of amino acid regimen and intravenous lipid 
composition in preterm parenteral nutrition. The American journal of clinical nutrition. 
2016;103(6):1443-52. 
618. Bertino E, Di Nicola P, Giuliani F, Peila C, Cester E, Vassia C, et al. Benefits of 
human milk in preterm infant feeding. Journal of Pediatric and Neonatal Individualized 
Medicine (JPNIM). 2012;1(1):19-24. 
619. Nasef N. Oropharyngeal Administration of Mother's Milk in Preterm Infants and 
Neonatal Infection (OPAMM) Egypt 2018 [Available from: 
https://clinicaltrials.gov/ct2/show/NCT03513146. Accessed: October 2018. 
620. Plakkal N AR. Efficacy of oropharyngeal administration of colostrum in reducing 
morbidity and mortality in very preterm infants: A randomized controlled trial. [Clinical trail]. 
2019 [Available from: http://www.ctri.nic.in/Clinicaltrials. Accessed: January 2019. 
621. Shoji H WA, Ikeda N, Mori M, Kitamura T, Hisata K, Shimizu T,. Influence of 
gestational age on serum incretin levels in preterm infants. Journal of developmental origins 
of health and disease. 2016;7(6):685-8. 
622. van de Lagemaat M, Rotteveel J, Heijboer AC, Lafeber HN, van Weissenbruch MM. 
Growth in preterm infants until six months postterm: the role of insulin and IGF-I. Hormone 
research in paediatrics. 2013;80(2):92-9. 
623. Nasuf A BH, Dorling J, . Gut hormone response to oropharyngeal administration of 
mother’s colostrum to infants in neonatal intensive care:  stduy protocol 2017 [Available from: 
https://www.hra.nhs.uk. 
624. The Medicines for Human Use (Clinical Trials) Regulations 2004. UK2004, . 
625. Human Tissue Authority. Code of Practice and Standards UK: Human Tissue 
Authority; 2017 [Available from: https://www.hta.gov.uk/hta-codes-practice-and-standards-0. 
Accessed: August 2018. 
626. Deacon CF. What do we know about the secretion and degradation of incretin 
hormones? Regulatory Peptides. 2005;128(2):117-24. 
627. De Vriese C, Gregoire F, Lema-Kisoka R, Waelbroeck M, Robberecht P, Delporte C. 
Ghrelin degradation by serum and tissue homogenates: identification of the cleavage sites. 
Endocrinology. 2004;145(11):4997-5005. 
628. Mentlein R. Dipeptidyl-peptidase IV (CD26)-role in the inactivation of regulatory 
peptides. Regulatory Peptides. 1999;85(1):9-24. 




630. Held P. Automated Magnetic Bead Washing of Metabolic Hormone Assays BioTek; 
2009 [Available from: www.biotek.com/resources. Accessed: February 2019. 
631. Joos TO, Stoll D, Templin MF. Miniaturised multiplexed immunoassays. Current 
opinion in chemical biology. 2002;6(1):76-80. 
632. Hansenova Manaskova S, van Belkum A, Endtz HP, Bikker FJ, Veerman EC, van 
Wamel WJ. Comparison of non-magnetic and magnetic beads in bead-based assays. 
Journal of immunological methods. 2016;436:29-33. 
633. Cox KL, Devanarayan V, Kriauciunas A, Manetta J, Montrose C, Sittampalam S. 
Immunoassay Methods. In: Sittampalam GS, Coussens NP, Brimacombe K, Grossman A, 
Arkin M, Auld D, et al., editors. Assay Guidance Manual. Bethesda (MD): Eli Lilly & Company 
and the National Center for Advancing Translational Sciences; 2004. 
634. Tighe P, Negm O, Todd I, Fairclough L. Utility, reliability and reproducibility of 
immunoassay multiplex kits. Methods (San Diego, Calif). 2013;61(1):23-9. 
635. Vignali DAA. Multiplexed particle-based flow cytometric assays. Journal of 
immunological methods. 2000;243(1):243-55. 
636. Verpoorte E. Beads and chips: new recipes for analysis. Lab on a chip. 
2003;3(4):60n-8n. 
637. Khalifian S, Raimondi G, Brandacher G. The use of luminex assays to measure 
cytokines. Journal of Investigative Dermatology. 2015;135(4):1-5. 
638. Tighe PJ, Ryder RR, Todd I, Fairclough LC. ELISA in the multiplex era: potentials and 
pitfalls. Proteomics Clinical applications. 2015;9(3-4):406-22. 
639. Bio-Rad Laboratories Inc. BIO-RAD 2018 [Available from: http://www.bio-rad.com. 
Accessed: January 2019. 
640. Colombo MB, Haworth SE, Poli F, Nocco A, Puglisi G, Innocente A, et al. Luminex 
technology for anti-HLA antibody screening: evaluation of performance and of impact on 
laboratory routine. Cytometry Part B, Clinical cytometry. 2007;72(6):465-71. 
641. BIO-RAD. Bio-Plex Manager™ Software 6.1.  [Available from: http://www.bio-
rad.com. 
642. Elashoff JD. nQuery Adisor + nTerim 7.0. 7 ed. Statistical solution Ltd.2007. 
643. USA LJC. GraphPad Prism for Windows version 7. 7 ed. 
644. Goel MK, Khanna P, Kishore J. Understanding survival analysis: Kaplan-Meier 
estimate. International journal of Ayurveda research. 2010;1(4):274-8. 
645. Berseth CL, Nordyke CK, Valdes MG, Furlow BL, Go VL. Responses of 
gastrointestinal peptides and motor activity to milk and water feedings in preterm and term 
infants. Pediatric research. 1992;31(6):587-90. 
646. Berseth CL, Michener SR, Nordyke CK, Go VL. Postpartum changes in pattern of 
gastrointestinal regulatory peptides in human milk. The American journal of clinical nutrition. 
1990;51(6):985-90. 
647. Xu RJ. Development of the newborn GI tract and its relation to colostrum/milk intake: 
a review. Reproduction, fertility, and development. 1996;8(1):35-48. 
 289 
 
648. Hosoda H, Kojima M, Kangawa K. Biological, physiological, and pharmacological 
aspects of ghrelin. Journal of pharmacological sciences. 2006;100(5):398-410. 
649. Wren AM, Seal LJ, Cohen MA, Brynes AE, Frost GS, Murphy KG, et al. Ghrelin 
enhances appetite and increases food intake in humans. The Journal of clinical 
endocrinology and metabolism. 2001;86(12):5992. 
650. Hawdon JM, Ward Platt MP, Aynsley-Green A. Patterns of metabolic adaptation for 
preterm and term infants in the first neonatal week. Archives of Disease in Childhood. 
1992;67(4 Spec No):357-65. 
651. Mendez-Ramirez F, Barbosa-Sabanero G, Romero-Gutierrez G, Malacara JM. 
Ghrelin in small-for-gestational age (SGA) newborn babies: a cross-sectional study. Clinical 
endocrinology. 2009;70(1):41-6. 
652. Stock S, Leichner P, Wong AC, Ghatei MA, Kieffer TJ, Bloom SR, et al. Ghrelin, 
peptide YY, glucose-dependent insulinotropic polypeptide, and hunger responses to a mixed 
meal in anorexic, obese, and control female adolescents. The Journal of clinical 
endocrinology and metabolism. 2005;90(4):2161-8. 
653. Lucas A, Bloom SR, Aynsley-Green A. Metabolic and endocrine events at the time of 
the first feed of human milk in preterm and term infants. Archives of Disease in Childhood. 
1978;53(9):731-6. 
654. Yip RGC, Wolfe MM. GIF biology and fat metabolism. Life Sciences. 1999;66(2):91-
103. 
655. Breij LM, Mulder MT, van Vark-van der Zee LC, Hokken-Koelega ACS. Appetite-
regulating hormones in early life and relationships with type of feeding and body composition 
in healthy term infants. European journal of nutrition. 2017;56(4):1725-32. 
656. Creutzfeldt W ER, Arnold R, Frerichs H, Brown JC,. Gastric inhibitory polypeptide 
(GIP), gastrin and insulin: Response to test meal in coeliac disease and after duodeno-
pancreatectomy. Diabetologia. 1976;12(3):279-86. 
657. Kamegai J, Wakabayashi I, Kineman RD, Frohman LA. Growth hormone-releasing 
hormone receptor (GHRH-R) and growth hormone secretagogue receptor (GHS-R) mRNA 
levels during postnatal development in male and female rats. Journal of neuroendocrinology. 
1999;11(4):299-306. 
658. Eissele R, Goke R, Willemer S, Harthus HP, Vermeer H, Arnold R, et al. Glucagon-
like peptide-1 cells in the gastrointestinal tract and pancreas of rat, pig and man. European 
journal of clinical investigation. 1992;22(4):283-91. 
659. Verschueren S, Janssen P, Van Oudenhove L, Hultin L, Tack J. Effect of pancreatic 
polypeptide on gastric accommodation and gastric emptying in conscious rats. American 
Journal of Physiology (Gastrointestinal and Liver). 2014;307(1):G122-8. 
660. Kates EH, Kates JS. Anemia and polycythemia in the newborn. Pediatrics in review. 
2007;28(1):33-4. 
661. Thapar A, O’Donovan M, N M. Study of Preterm Infants and Neurodevelopmental 
Genes (SPRING)- Protocol UK: Health Research Authority 2017 [Available from: 
https://www.hra.nhs.uk. Accessed: December 2018. 
 290 
 
662. Patole S, de Klerk N. Impact of standardised feeding regimens on incidence of 
neonatal necrotising enterocolitis: a systematic review and meta-analysis of observational 
studies. Archives of Disease in Childhood Fetal and Neonatal Edition. 2005;90(2):F147-F51. 
663. Kilbride HW, Wirtschafter DD, Powers RJ, Sheehan MB. Implementation of evidence-
based potentially better practices to decrease nosocomial infections. Pediatrics. 2003;111(4 
Pt 2):e519-33. 
664. Labbok MH, Clark D, Goldman AS. Breastfeeding: maintaining an irreplaceable 































































































Appendix 8 Oropharyngeal administration of colostrum (OPC) data collection form  
Feeding Status  Start/day End/day Volume Remarks 
TPN     
Trophic F     
Enteral    >2 ml/kg/hr of milk 
 
Feeding  Date (DOL) EBM Formula Route  Volume/kg/24   
Full enteral 
(120ml/kg) 
      
Full enteral 
(150ml/kg/day) 
      
Breast feeding:    Yes                     No   
Withholding feeds >4 hours:  






Yes     No   
Postnatal day:                                                                      
Start:                             Stop: 
Frequency 
(hourly) 
2     3     4       other    specify:  Total doses 
received: 
Duration 24 hours   48 hours   72 hours  
Other           Specify: 




Fresh    Refrigerated     Frozen  Type:  
OPC 
doses/day 
D1:             doses         volume= 
D2:             doses         volume= 
D3:             doses         volume= 
D4:             doses         volume= 
D5:             doses         volume= 
Trophic feeds: Yes    No  
Milk volume:           type: 
Enteral feed: Yes     No  
Milk volume:         type: 
Adverse effects Yes 
Date/ti
me 
Frequency No comments 
HR < 100      
HR > 100      
RR > 80      
Apnoea >20 sec      
SpO2 <80%      
Aspiration/Chocking          
          Milk in mouth 
  X-ray changes 


















































































Appendix 18 Standard curve for the investigated gut hormones 
 
 
